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1 

w to m 

*H5iiL5 3T=*=;* M^ffi^f LTfe'^ t*Og!iLTfffi-e&5, 

io atst 

#r?fl¥9 - 2 9 5 9 9 9-^«Ltt % b#54#£<0#t#:«:H 

fc(Df£M&t&&-> ffiMk U-7>?^ Integrin Associated Protein (rrV* I A 
P) *tt«^^»fS■=ey■^^--^^tt#:©5^#S^iatftL*rv^^ 0 #^9 
15 - 2 9 5 9 9 9 f± x ^ n — ^l^fcflS#tt3RJWlJfifc:T# W is^frffi 

WO 9 9/1 2 9 7 3 J3\ tf© Integrin Associated Protein (£*Tfc h I 
APifS ; J. Cell Biol. , 123, 485-496, 1993 \Z.T % / WtWffllkXffltiB&ffl 
^|2^ ; Journal of Cell Science, 108, 3419-3425, 1995) &inimkir%^/ # 
20 n-t«tfcoT, SitMAPSrftSf^iltt 

y >-s<m KTtf f-^»^t5#tt^ff5^y^n-t/kMABL- 
1^> MABL-2^, Z.fo%m%L-tZ>'^^V R— MABL-1 (F 
ERM BP- 6 1 0 0) MABL-2 (FERM BP- 6 1 0 l) SrIB 

25 Wll-6 3 5 5 7f(t t M AP^HttS^ / ^ n-t/V^ 

L^U IAPMit5^y^n-t/^oe#{i, IAP§r^ri-5^r 
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&tiaMma&\ZTtf h— -y^&MMi-ZhCDiD, in vitro -e%nfDM<DMMtf?fB Sr 

7cbi- a rtU£ N I A P i 1 5 ^ 7 ^ o - t/«§:#i^4#:rt 

b fc4§-a\ a8*Jk3fc©«* £ V > 5 ^#3&s* b 5 ^fBtt tf* « - £ ^r^^i - 5 % "C 

^Kte^mt^ft:. MiMiFvit ^©©^tetei: 

*ffiS*«B«J-e^*HWS 0 £*bW\ -fi#Mt4 [bispecific] <D«#u 

5-^iFv©^TB^v>-^b^tV^ (Kipriyanov et al. , Int. J. 
15 Cancer, 77, 9763-9772, 1998) 0 ^fhh^, 1MJ&llll9&9S&Wl&$1t& - t ^ «t 9 

20 ^fc, iiaiffl^miTv'^t/^ibH*/^ n-t/^t b 

"C\ • mmz-M-Z-'tZ EPO^*lc»t5Si:#: (#M 2 0 0 

0 - 9 5 8 0 0#4MRK Mu SK§t^t>Sft5^ (Xie et al. , Nature 
Biotech. 15, 768-771, 1997) if btf*U bfcgfe^ 

25 r 4fe-f*|SW#«:±fBMA BL-l*5«t {/MA B L — 2 trWfcMtftC 
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3 



So 

i&fc, ^|g#^ > (who 1 e I gG) ^-*iFv^v^f 



20 ^^^ge^ 

25 ^T, #3S9m. »tffi^lrlilit5 i 1 1 J; 5 7 f^^t^ 



WO 01/79494 



PCT/JPOl/03288 



— CioT/^^l/^ (0»f;ifcf N Tf7^f^ ^O-^pt^l^^ ^r^^l^ 
10 —^^^^l/^j:^^-^^^^^^^^ ^7t«C 4 ~C 10 T/^=l/^ (cis 
/trans— 3 1/>" N cis/trans — 2 — ^V^^n cis/trans— 3 — < 

V^J^cis/trans- 3 -^=3M?~ V^ft if) TfeSo 

Ili/^-^iFv^;^ ^^^(7)-. M®9fe^#:-C?&5, ^fc, tufa 
JJ # :/ K^ffirTS lift, f KDU^yKif 2©y#y K^fif LT»(u 

25 ttfi, (Fab) 2> l^cDnmvmMcRrii^co-Lmvmm^^-^mF v(D 
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^PJ^^^fi^fc, ^/ ^ n— rAttfo (Milt MAB L- 1 fet^ 
MABL-2»a ©L|VWt/H|Vil^^, fflMM^. #ij 

t K 7yf, £v\ fvuftif) ^^e/^n— ^7l/^C#:S 5(5(7^ CD R, 
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mmm^^-^m.F v stf *f ^-*«f v 

-f f*>f>a**OMi LTte, JcJJ^n/Ko^^ (EPO) 

afcc?^ (TPO) W=a^-ifH^ (G-CSF) ^ 

^77^nn^«||^ (M-CSF) S^ft:, iS*-7^B77^3 

mmm^- (gm-csf) ii^^eh^ (tnf) ^m-w-, ^> 

^ — u^^-^-l (IL-l) ^mPf, 4 — ^ris- 2 (IL-2).ft 
-TV^ — (IL-3) ^MW-, 4 — (IL- 

4) 4^? — (IL-5) g^ftc, i/^-n-f ^V- 6 

(I L-6) Z/$ — P-f dev- 7 (I L-7) -f^ — n-f 

9 ( I L - 9) g^fts Jl/f — uJ*^- 10 ( I L - 1 0) &Mfo^ 
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7 

— n-Ydev- l l (IL-Il) (IL 
- 1 2) S^ffc. I'* — u^^-iy- 13 ( I L - 1 3) g^fr, — u-f 
3=-^-l 5 (IL-15) ^fy^-7xny-a (I FN- a) 

— 7xn ^- j3 (IFN-J5) j i/p — y^uis— y (I FN — 
5 y) E£ft^/We^ (GH) «#»Jt^t 

(SCF) iftLWi^^HT- (VEGF) g:W&> Ji^»ii5SH 

^ (EGF) #gfi!cfi^ (NGF) g^#: s «£^«iMH^ (F 

GF); i/MS^illl^ (PDGF) b7^7^5^ 

±tm@^-^ (TGF-/3) ejfe^^PJJhS^ (L I F) ^ 

10 tlfW;^*®-?- (CNTF) ^mW-, Jry^^Z^lsM (OSM) 

*^m(D&.mKVf\±, ^;?n —ir^m^ urnvmrn* 2 o^_b& 

H0KV«*ftRtJ< 1 LiV««*ttf-*fF v <E>£bf ^Xtt2o©HiV 

2 vn^^#tf y Fin^im^o wmmiw- 

20 -t^Sf 0"M«^ttt, E.ot@«t4^:^lH^ (complementarity 
determining region ; £(TCDRit5) U t <D*r S ? C — Tvl^ft: 
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&>oT. i?t¥L!&# t ^>7^> ^s>K fcS^ f-/^if) 

ViWS© FRi7^/^D -t/^CHiVUSO C D R Sr^t? fc h §Hb 

10 *3SWfc*5»-tSL#(V««^W:, IIHJ3£*®£-T-> MZ-t£m&W 

(cd r) 

25 ^j^/Eiig^ (CDR) f£ J: t> tlTV^ (Kabat, E. A. 6> N TSequences of 

Proteins of Immunological Interest] US Dept. Health and Human Services, 
1983) o 

SfrlB4^|^^ V-A!7-^^ (FR) <D&<<DU&}ftfi-i/—hmm&k*)^ 
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^©^3i©CDR(j;;l/-^MU C D R teit-^C J; V) j3 — H»3t© 
- £ & & 3 0 3 «0D C D R f4 F R «fc o T^S^J&l^ift^s^t 
^ifiV^g^^fru * U"C»Sr<CtWftO 3 fi©CDR 

mmcDmi&T ? y gns?tj t srfls-^-rs r t ^ «t o t, Rabat, e. a. 

TSequences of Proteins of Immunological Interest! CO^^lU^^fe^jHii - ^. 
— v 

y ? r/i>fcfcb m— <Dwm&% h o tw^i^i- s mm*? 11-635 

SB®] - [Liv«], [l||v«£] - [h^v^D ov^tb-et>«tv\ ^ 
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5 *mmKm^T, HiVf LlV«t ^l^tS y LTIi, at 

ix.ll Protein Engineering, 9(3), 299-305, 1996 K:H§^£;fr5 ]J 

10 S e r 

G 1 y ■ S e r 

Gl y ■ Gl y • S e r 

S e r • G 1 y • G 1 y 

GlyGly -Gly - Ser 
15 Ser - Gly - Gly - Gly 

Gly-Gly-Gly-Gly-Ser 

Ser - Gly - Gly - GlyGly 

GlyGlyGlyGlyGly Ser 

Ser - GlyGlyGlyGlyGly 
20 Gly Gly GlyGlyGlyGly Ser 

Ser 'Gly - GlyGlyGlyGlyGly 

(GlyGlyGlyGly Ser)n 

(Ser - Gly Gly Gly Gly)n 

[ntti«±oSf^5] *m*f 5- t&x%z> 0 Mia^y i/x—^-y^Y 
25 <DM£fettmtfj:%^mmz.£<>xmt£%frK ^*mf v ^^-msi^r i ~ 2 

ivt^] - [Hfvm]) fabft%m-<Dmm&i®&*^j&i-%-b<Dm±* 
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$fe^t<jj:3~18 75/itfe5o [HiVf«{] - 

L< (i3~3 07^7^ ^bl«t<fi5~207^/ST 

fflV^ift/TV^^Wk ^jttfN-t Kn^^VW^ K (NHS) 
^^^W^v'/^^wb (DSSk ^ 5; vvi/) 

1/— h (BS 3 k VT-*}?* U^^W^'^Plf^h) (DSP), 
5^e-tf.x (^^*^ ^ ^ v?/^n t°^- f ) (DTSSP), xfl/^ 

!) n-/nf ^ 5 ^/w*^^— h) (egs), cc^-i^^^t; a— » 

5 ^/vjg^sfcsa; (dst) s v^/v^^w s; vws^^t u/v^-ds 

TK tr* [2- (^^ 5; K^i^/i^^tor^vO x/ufti/ 
(BSOCOES). [2- Kt^*^^^ 

V) c^/V] (^M-BSOCOES) ft£fT*fc»K ^^feCQ^^lJ 

tC «t !9#6>^§o -*iFv©MiUT, MABL-1^ M A B L - 2 



WO 01/79494 



12 



PCT/JPOl/03288 



\Z.&te-t-%H.mVW&b L&VW£&&tZ>ti<0&MAB L 1 - s c F v, MA 
BL2-s cFv bir% a 2oOH^VH^t>*2o©L^V^R^^tp— *M 
4fy^^ Ko^fc Ltfi, SfrfB^e/ ^ n — ^/t^#:&^<Z)H#(V^g££ L#tV 
ii^tt5tO^MAB Ll-s c(Fv) 2s MAB L 2 — s c (F v) 2 ti~^ 0 

^F L AGfcVfttm^^X?^^— ^$-^5 r £ 5 0 

10 ^l^^^ff^H-^fcfe^te, rti^^-KtSDNA, IPt>— *§lFv 
£=r~ Ft5DNAX(W«^-*i^ U K£ = - Kf5DNAr#5^ 

W^fe^o m^<Z)DNAfi, MitfMAB Ll-s c F v, MAB L 2 - s c 
F v, MAB L 1 - s c (F v) 2 St>7X^MAB L 2 - s c (F v) Z (DM^\^ 
ftjfSF v *5l$(DH^V|i^D«L^V^^=i- Kt5DNA^V^, X^r. 

15 tlbCDNA^iliU ^(Dm&!fr(Dffin<DT ^7^1B^J^3— Kt5DNA 

#Vi?R^ov^ T^/SfeiSa^J©— tP^Sr^fS-f-sm-a-^f^ PCR£fe£ 

25 3f5©H*&t^L4RO^^tf^^*LTM«©M****^5l3iS*)5o MABL- 
MABL-2»i^ MABL- 1 ^tfrW: K®L«XtJ«v llOH 
fCSrWU MABL-2^fi K lLiW7 2 alOH«%tt5Jli^6 
a>tefcoTV^ («fi¥l 1-6 3 5 5 7^). itfrlBMABL- lfeiWAli 
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MAB L - 2S:fOHiVi%t>'LiVit^3 - Ki~<5 D N ASrtf? V * y — 

(pcr) m &m v> t mm-r z> m jones, s. t. t s 

Bio/Technology, 9, 88-89, 1991 fc!BiftcF*l/rV>3 "7" 7 3r/BV>3 r. t ffiT* 

5 tf?y ^ 7— (PCR) ^V>TMABL-l$iMtKMA 

BL-2&#©L#V«#&JtMB-t-«;fc«^ 5' * V*-^ K^tW 

Xt* 3 ' - y ^ K:t°7 ^-£_L3£© «t 5 ^£t5, HM$ 

tat, MABL- ltn:i^OH^V^^t>TVIAB L- 2 ^OH^V^^OJf 

$|JPS^*H i n f I^»f«fWft^S#lf^*E^GANTC*^rWU ^LT3'-m 
«^7-r^-f«o 5' -5|c«KE#»J:MR#*Xin a I »fi^iltt5^^v 
^ FE^JCCCGGG^ft S t©«r^L-CV^S„ £ frb 6> <7»Sl£it#J®f 
*B&f£pr2E^62r=2— Kt5 IK)©DNA»r^^^n^y^^^tt^ 

#^^$tbfcP CR^'fv- S:^V^ % MABL-l, MABL-2^ 
^#V^S«^^- c D N A ^tl f, © 5 ' 3 ' -*«}C^V>T1S ^ 

tlia^J^^AUT, *ftb*5#m^*— te&£fc*fA£*u5.k 5^ 
ti £> tfSg8§m-< ^ 9 - * T»Ma fctMB-f" « «fc 5 tc b (M x. ff . #3§9! T?liKo 

&m^XPCR\z£ !9iiifiIb-C#fcMAB L- 1 „ MAB L — 2 fet 
#^#VtW££r N SflOt hCf^ffi^ftSHEFM^^- (WO 
9 2- 1 9 7 5 9#J80 UTCo ^ n-W^^fcDNA©E^fifef 

©ffTSs. #Jx.fc£, IS/W^-|:jfAU SSbDNAV-^xyf- (Applied 
25 Biosystems #M) SrfflWCfT 5 ^ £ 5„ 
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*^0^}uj6{j-5TO*©MVf^(^ tJfeoSf (^Jill Sato, K. 
£> N Cancer Res., 53, 1-6 (1993) £r#fi<D £ £ ) tlV^5^ifcJ;oT % tM 
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F v £®J#/M N ^Ixifl C O S 7 j&Hjfe, C H OHM&fc if ©t&4fc 

^tt#o^ia^ N ms-i-immmm, m^-mmum, M^m&ztifcmm'm 
ji&si> Rxj^m-mmm, $imzmmm&, m^mmmm, wz.t£ 

5^i:^t"t5 0 0fl*.fc£s fcf-N b ^ # n «7 ^ (Human cytomegalo- 
virus : HCMV) MM (immediate early) 7°n^^-^f t 
V\ HCMVyn^^-^ftSM^^-OiWl HCMV-VH- 
HC 7 ls HCMV-VL-HCK|T 4 l)oT, PSV2ne o!^|t57'7 
^^>K^^- (iM^SWO 9 2/1 9 7 5 9» ^"s^nS,, 



WO 01/79494 



16 



PCT/JPOl/03288 



jM/W^ ^^7y^/W40 (SV40) 4^i)^/W7n*-^-^t: 
h • /KD^f x-y • xny^-i/a ^-^r^ — la (HEF-l 

^a^E— ^ — ^r^^-f-5^^{^ N Mulligan, R. C. fecD^fe (Nature, 277, 108- 
114, (1979)). ^fc, HE F- 1 a^n^— $ — &$imir%Wi'&te, Mizushiraa, 
S. 6)0^^ (Nucleic Acids Research, 18, 5322, (1990)) \^X.Um-M\^M 

MM&m (or i) tbTfi N SV4 0. iSVir—rf^^^, TfJVJ^ 
* N 4^t?n— ■ (BPV) f©if©or i lrfflV^5r.H^-#^ £ 
fcf-3§^<^ ^ — — # — t IT, F7^^7X7-fAPH 

(3') II &3V^I (neo) ifrfc^ ^ 5 ■ t? (TK) 3ft^P N *: 

M^f-V^-^-^T^VTjK^/^y ^f7^7i7^ if (Ecogpt) 
atte^ KoHSfe3S5cHI^ (DHFR) atte^?£r£t?£ £: 5 0 

^K^b7b®#J», Mx.fc£COS 7 3WBJI&Xf±CHO*Bja*»IIU B&IBit^ 

fit n AP^mi"S^^^ejfc.*fjNflia^L 121 osbhs^ *3sw©afea5^i 

in vitro "C©'>^A^5a?||ja3SftjB: (MAB L — 1 #C#\ MAB L - 2 
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in vivo wwflnwftwu w t v i AP%wm-tz>m& w*. 

10 #3B9!©3fc&£i;tis:fii, 2 o^±©HlV WtF 2 o^±© L| 0^ 

L<f*g-*2~4, Wte#£L< J£#* 2 O^t? 9, loOHiVti 

XtK 1 Lf Vtt?rttf-*t F v v-, Xf*2o^±(DH^V|R^ 

*»M©afc3ESt#:W:s foftftT (wh o 1 e I g G) £ JttS LTggsgfci&# 
MABL-2^f) ft^TOf^J^tT, TfB^HJSM^J; t)^#:^^m 
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18 

^mm^mtfiPftDmm^m^. tie©— vo^i^iarEits, 

L-l, MABL-2$iMI4t5M7 , I} K— " ?\ MABL-1WMAB 

^f.-(^*fe*o<«rrU3R— TB 1#3#) (C> 1 9 9 7^9 M 1 1 H Sf£# 
f^»FERM BP-6100, FERM BP — 6101i LtSif 
10 f££tLTl^ 0 

Ulil (t h I AP ttt5v>)^^7 ^ n-t;^fr©Vi^=i^ Kt 
SDNAO^n- ^t) 

fc h I APt^fSr!)^*; ^ n-t/^|MAB L- llO«MAB L— 2 

15 1. 1 ^ yt^t-RNA (mRNA) Ojj 

<^<<Zfy K-rMAB L - 1MAB L - 2^bOmRNA^ mRNA 
Purification Kit (Pharmacia Biotech SrfflV^fSiS b^:„ 

1. 2 l^IcDNACM 
$J1 ju g©mRNAit5 Marathon cDNA Amplification Kit (CLONTECH tfcjg) 
20 SrlKI*icDNA^U T^** — &3S*tL;fc„ 

1. 3 jyQ#:^^^^-K-t-^jtt^^PCRfe^j:^ii^ 
Thermal Cycler (PERKIN ELMER IfcjR) «r^V>T P C R^^fTo fc 0 
(1) MABL- 1 LiVji^J- )¥L%MM±QMM 

25 Sga^ll#^ : l^t7^^-7"7'fv-l (CLONTECH %fcj© % RU^Z^X 
y'"*® L<RCfcHfcE?tl t ^4 "? V *V Xi-S@a5U## : 2 t^fMK C (Mouse 
Kappa Constant) -f^^^r— (Bio/Technology, 9, 88-89, 1991) ^V^fc 

P C 5 0a 1^ 5ti 1W10XPCR Buffer II S 2 mM M g C 1 2N 
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0.16mM dNTPs (dATP N dGTP, dCTP, dTTPh 2.5^- 
= yb©DNAJK!J^7 — t? AmpliTaq Gold (E*_L PERKIN ELMER *±M) > 0 . 2 u 
M(DM^m^ : 1 Km-tT^^—^y^^—t 0. 2/iM©Wf : 2 \ZLfMr 
MKC^7^^MMABL-1 S*©I*IcDNA 0 . 1 u g U 

9 4°C©M?£I(Ct 9 LT^t 9 4°CtT 1 m 6 Otttl^WS 

t>* 7 2 °ctcT i 2 o r. <z>hhj^t?» urho r. o?aSf--r «3 5 

m b7t^s SJSS*1^2:Hfc 7 2 °CT? 1 0 ftmtom b/t 0 

(2) MAB L- 1 HjVj^^J - Ki~5 cDNACDijftg 

IK |B : 3|:*fMHC-7 1 (Mouse Heavy Constant) ^=7^ -7 — 
(Bio/Technology, 9, 88-89, 1991) §r^V^7b 0 
c DNACQJf ijilte. 0. 2 /i M©MK C 7°7 -Y ^-©ftfe t 0 . 2 J uM©MH 

c-y 1 7 p 7^^—&m^xMmi,fc.M.%$k^x, mmi. 3 cd ^vmtl 

(3) MAB L- 2 LlVjl^J- K1~5 c DNA^ijijiS 

P CR^fe&^^-r^— £ LTia^f : 1 ^i~T ^^y^ 1 s 
S:t>WfJ#^- : 2 WMKC^y^v-^^fc, 

c DNAcDiiijigf^ MAB L - 1 &M<D c D N A 0.1/j g <DjX*> t> 

MABL-2ft*©Z*icDNA 0 . 1 u g V^Titftl Lf^&£|&V^T s ftf 
fg 1 . 3 ( 1 ) (CjoV^TMA B L — 1 L^V^^3t^S.•?cOiilflI^oV^T|Efc Lfc 

(4) MABL-2HMfe3 - c D N A(Dif if»I 
PCR^c^^-T^-i: LT1H^J## : 1 ^i~T ^-7 , 7 1 s 

S^Jt-^" : 4 (d/TtMHC-7 2 a 7°7^v- (Bio/Technology, 9, 88-89, 
1991) £r/BV^„ 

c DNAGDififiSte, 0. 2 ^MOMKC7°7-Y v-©ftfc 5 ^0.2 fj. MOMH 
C- y 2 a Zf"7^^r— &/BV>TJf flbfc^&B^-Cs ffflB 1 . 3 (3) ^V^T 
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1. 4 PCR£fi£#)<DfgM 

MI3 © «fc 5(atPCR^ia OijJSUfcDNA ISf >f & QIAquick PCR 
Purification Kit (QIAGEN tfcjg) Sr^V^TltiKU 1 mM EDTA^ttS 
1 OmM Tris-HCl (pH8.0) ^^?bfc G 

5 i. 5 iMlMii 

±SE<£> <fc 0 tttlSLfcMABL- 1 ft^^^^yA'lLKVlg^n- 
Kt^t^^T^SDNATOl 4 0 n g^pGEM-T E a s y^< 
9 9t (Promega #M) 50ng^ 3 0 mM Tris-HCl (pH7. 8) N 
1 OmM MgCl 2 . lOmM ^ftXWf-/K 1 mM ATPM3a 
10 =^ T4 DNAU^ (Promega tfcjR) «r£^ 5 1 
5 "CfcT 3 R#BHKJS $ itrjSUfe Lfc 0 

l^l ©±3B3t*ta^3S^^:»0DH 50© = ^^^ MHflS CUC^itef 
tfclft) 50/il fcJtlx^ ^LTitf)7M£r7k_LX3 4 2ti:Tl» 

UTSt^JK 2 bfc 0 ^T'lOOjuKDSO Cigiffi (GIBCO BRL |± 

15 $1) %JPX.. 1 OOyti g/ml©7yt'^!)y (SIGMA *kJ4) ^ftSLB 
(Molecular Cloning : A Laboratory Manual, Sambrook £> N Cold Spring Harbor 
Laboratory Press, 1989) , *3^*Jfi_h|C £ ©*fflHS«rS&Af U 3 7°CKlT«^ 

-o^Kfe^ft:^, 5 0^ g/m i orytV!) >-£-^;pri-;5 L Bi&ife 3 m 1 

20 4>-C3 7lC(CT^il, *LtrOfi^& QIAprep Spin Miniprep Kit 
(QIAGEN th*D »X^7^5KDNA £f|®J L fc 0 

|Vil^3- K-f-S3t^^^i-S-7 ff 7^ S FSrp GEM-MI L L 

25 ±lBO|^ Wftl^oT, K-vMABL-ltft3(5t5v!>^Hl 

pGEM-MlHi^ Lfc„ 
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- K-t-Satfi-^Sr^-ra^^^ K^ilDNAlf^^f^L, p G EM— 
M2 L^ift£L/c 0 

3=fc, ^-f^P K— ?MABL- 2\Z&m-tZ>'*r ^^H^V^JKSra— K-f-s 
i^^tt5/7^0^»^DNA»fjt^?)f^U pGEM-M2Hi 
5 Lt 0 

»M 2 (D N AO^SgB^J©*^) 

— try^— (Applied Biosystem %M) RX$ ABI PRISM Dye Terminator Cycle 
Sequencing Ready Reaction Kit (Applied Biosystem %tM) Sr^V^Ts ^ ^7 — 

10 i£07°a fn-^i^oTfTofco 

•79 X 5 Kp GEM-MI L^i^v^^MABL-lWLiVfJjc 

^fc N :7°7*5 Kp GEM-MI Hl^f^§vi?7MAB L-1»H| 
V«#«r'= — K-t" 5 5t^Oi^ia^JSr|E^I## : 6 ^1" 0 
15 ^7^5 KpGEM-M2Li:t^5-7!>7MABL-2t*£7)Ll 

7° 7 ^ KpGEM-M2HH:^ttl5v!>^MABL-2^©Hi 
11^3 (CDRiZ)^) 

4 OCT) 7 i — A!7 — ^SP^36S3oO«Rr^^ Wk*B*H4»:5&«Hc (CDR) 



TV^S^ — CDRf^©T5 SW£Bffl<D&&&tiMlbXllG\i^ (Rabat, E. A. 
£> N TSequences of Proteins of Immunological Interest] US Dept. Health and 
25 Human Services, 1983) 0 
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^7^ 


5 k mm 




* 1 
CDR(l) 


CDR (2) 


CDR(3) 


pGEM- 


-Ml L 


5 


4 3-58 


7 4-80 


113-121 


p GEM- 


-Ml H 


6 


5 0-54 


6 9-85 


118-125 


p G EM- 


-M2 L 


7 


4 3-5 8 


7 4-80 


113-121 


p.GEM- 


-M2H 


8 


5 0-54 


6 9-85 


118-125 



10 (^n-yftcDNAOM©llf (^^yMABL-l^M^ 

* 7MABL-2Sft©^I)) 

4. 1 7MAB L - lj^M^^^-Of 1 

3^ 7MABL-l$tMMt5^^-^t5fefe, ^Ve*W!7* 
MAB L- 1 Li&U«HiVfi^3- Ki~5 c D N A? — > p G EM-M 1 
15 L&t;pGEM-MlH^PCR^(aM^Lfc 0 ^UHEFM^^- 
(|^FI»0 9 2/1 9 7 5 9 mm) ^HALfc a 
L^V^Ofc^<Z)fu^^7^^-MLS 9) &.tfH$KV^&<£ 

Tc^xDnu^y^'y v-mhs <I2^J#-*§- : 10) ft, ^©vfi©y-^-E 

n<DML®)?£^ — KtSDNAiCM^]) ^XLloK o z a k =t >i?-;*ga 
20 (J. mol. Biol., 196, 947-950, 1987) SlUYL i n d III. faJRB&^ft&Sr^" 

£ 5 fcSKff Lfc 0 LlV«©fcfe(Z)i^7 0 7^-7'-MLAS : 
1 1) ^.^H«V^<D7tfeCD^^^7^^—MHAS (IS3«-*§- : 1 2) tt % 

25 PC R$tf£ 1 0 0 /x 1 10m 1©10XPCR Buffer II, 2 mM M g 

C 1 2 , 0. 1 6mM dNTPs ( d AT P , dGTP, dCTP, dTTP), 
5 h©DNA#!) * =7— i? ArapliTaq Gold, 0. 4 /jMf oO#7°7'l''7- > 

W8ng©ilDNA (pGEM-MlLWpGEM-MlH) Sra^U 
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9 4x:(D^nmum\cx 9^m^i^xm^ 9 4°c^r i^-m, 6 o°c^t l^m 
t/7 2°ctTi^2o ®>m, r coimfcxMm l fc 0 r. ©m^f--r ^ ^ 3 5 0s 

m Lfcm, SJ^m^^M^ 7 2 °CT* 1 0 £mtof& Lfco 

P'CRM^: QIAquick PCR Purification Kit (QIAGEN %h®D £r/8V^Ttt# 
5 b> Hind III MB amH I T?IftU ■=& IT Li!V|R^-oV^T?3\ HE 

- y i-^H-^tL^ ^-^^Lfc 0 DNAiB^lJ^(D^, jE LV^D N AlE^JtrW 
-r^DNA^fK-^tP^ 0 ^^ ^ K^^rtb^fLHE F-Ml L N HEF-MlHi 
Lfc a 

10 4. 2 7MAB L- 2feiftM^^ ^-tOf 1 

cDNAOiiM^a^y^'tt, p GEM-MI LMpGEM-MlH 
cD<ft:b<9 f pG EM— M 2 Lftt/p GEM-M2H^iSDNAtH|iM ttM 

15 ^ K^r^tT.-^ttHE F-M2 L s HEF-M2Hi:^Lfc 0 
4.3 C O S 7 (£>jfcfc^2»A 

9MABL- itfifcRXF** ^MAB L- 2$t^©— 

7t*x siri2^-<^^— ^cos 7mmz.£>\,^Tmm.istc 0 

(1) 7MAB L- 1 Ml£cP3tfc^2»A 

20 HEF-M1L^HEF-M1H^^-^ Gene Pulser iStt (BioRad *± 

®D ^r^V^T^ h n 1/ — is a ^(^i j; !) COS 7 $ffiI&^R0#7F;£Kfcl^r L7h 0 • 
#DNA (10/ig) PBStplXl 0 7 %m&/m \ (D 0 . 8ml ^^-^^y 

25 1 0 %<Z) t - ^ n -7' y 1/ -7 V — £ ^ffilfcikm 5DME Mi#*$C (GIBCO 

brl %tM) ^u^.7to 7 2H#r^«o#, mm-tm m^m^^^mm 

(2) ^r^7MABL-2»iffem 
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7MABL- 2#LfcM.te^-<D : ^Afe, HEF-M1 L^HEF — M 1 H^< 
9 9~- (DtXfrV ICHEF-M2 L^HEF-M2H^^- fcJBV^^SrK^T^ 

Htfia4. 3 (i) Kmrni^fctD km cxmzk?) cos 7mm Kmmmm$:^ 

5 4. 4 7P-f^ L2LMLz 

h U — Srfrofco t= h I A P SrlS^S^ 6jfiL3W3WUI&t*L 12 1 0 ffljft 
4X1 0 5 -f@^ N ^ 7MAB L- l^M^tCOS 7 «©J##_h?tfe 

10 VfP — /l^ t LTt h I gGl ijiW- (SIGMA %tM.) SrAiJx., akJLtCT-Y V^a^ 
->3yXW©^ F I TCtimb^t: b I gG#L#: (Cappel *±M) » 
X.fc 0 W ^^r ^-<— a ^^t^j^cD^ FACScan^g (BECTON 
DICKINSON #M) lCTf3fe^lrI^ Lfc 0 

^T<^^^:> ^ 7M A B L - 1 ftMt/^^ 7 MA B L - 2 tMA 

15 P^Mt^Ll 2 l oiPliatt^i^Lfcritj;^ ^tLb£>=^7£t 
W-t^^^^tJ u ■ — "TvHtl^M A B L — 1MAB L- 2(D^tt^«V|g 
i!££>]E LV«g£ Wt"S - £ £ fto fc (01-3). 

»M 5 (ff»A B L - 1 K^StFffij^MA B L - 2 fet#:— F v 
( s c F v ) McOfEK) 
20 5. 1 Sl^M A B L - 1 F v Off 

Sftj^MA B L - 1 ^-^F v LTffsft! bfc Q MMAB L 

- 1 &#H*V«« % WMMABL-l^LiV«* 
^ft^ftPCRfe&/BV^ii*gU 3t*H-5r. WMABL-lft 
^-*«FvSr^S!Lfc 0 i^fe^Hl4^m^^^i- 0 S«MABL-1 
25 ftft— *^F v©f£14©fca&fc:6fi©P CR7°7^^ (A~F) Sr^ffi Lfc 0 
^-f-v— A N CXt^Ett-fe^ffi^JSr^U ^-fv- D&Tj^FfiX^ 

H^V^Ofc«6(DM^7-r^— VHS (-7*7 -r-^- A, I25W§-: 13) 
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HAS (^-fv-B, gfi^J#^-: 14) tt % H«V««© C5fcj»Sr a— K"t"S 
D N A :/ y X b J.o y - i: ^— 7 s> J: 5 t-^tf Lfc D 
5 y ^<Dfzi&(Dnt}jjy P: 7 -4 ~^ — L S (y^-^-^— C, @fi?lJ#-§-: 15) f± % 

Kt«DNAtt-^7 y^-fS J; 5 KHSftLfc y is*— (Ditft <D 
|^7^f^LAS 07°^ ^-D. BB3?!I##: 16) te s y^#-©C7« 
& = — Kf5DNAM^!J^/LloLiVi*ON*Sin- Kt5D 
10 NAit^- ^^y^i-S J: 5^tf-bfc 0 

L0V^©fcfecDffr^^-r-v-VL S (^7-f^E N IB^J#-*§-: 17) 
W\ y — (DC^S^a — Kt^DNAiWy'U^XtloLlVflO 

fcft0^7'f^VLAS-FLAG (^°y-f^— F, @B?U## : 18) 
' 15 L#V«$©C^S&«r=i-- Kt5DNA(W^!)^XLloF LAG^f 
KSr=3— Ki~6ifi^rj (Hopp, T. P. Bio/Technology, 6, 1204-1210, 1988) „ 

2fflofi9ffiha k^xtj«e c o r i fflmmmmmmz^i- z> «t 5 Ktmbfco 

H— P CRgjpfftCjSV^ 3 00KJSA-B, C-D&t*E-F&frV\ ^UT 

20 t>&fc<Dfaffimz£K)Ty±l/'7sl'£ltft 0 y^^f v-A^l^F ^JUX-T^ 

S»AB L - l^-*iF v - KtS^DNA^g tfc P 
CR) 0 fc*^ i-PCRm^Tit fil^MAB L- l^HiVf^=i- 
KfS^^? KpGEM-MlH (^IM2M), Gly Gly Gly 
Gly Ser Gly Gly Gly Gly Ser Gly Gly 

25 Gly Gly Ser (ffi?fl## : 1 9 ) 7> b ft 5 y ^77 -fg^£r a - K"T 5 
DNAgE^IJ (Huston, J. S. Proc. Natl. Acad. Sci. USA, 85, 5879-5883, 
1988) ^•C^57 , 7^5KpSC-DPl, MMMABL-l^L 
«V««*a-Kt5^7^5 KpGEM-MIL (HJfefll 2 Sr-ttb^ 
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M— P C RWt$g<DWfc 5 0 n lit, 5^1(D10XPCR Buffer II N 2 mM 
MgCl 2 , 0. 1 6mM dNTPs, 2 . 5 y V OD N Atf? V * J— if 
ArapliTaq Gold (&,± PERKIN ELMER #M) , 0. 4 /z M"f OCD^g-^ -f 5 
5 ng©4ilDNA^fU 9 4 °C©M?figtt 9 Ltlfet 9 4 °C(^ 

X 1 fi-m, 6 5 °C\ZLX 1 &mRTfi 7 2 °C^T 1 # 2 0 #Bfl % £ ©JR# bfc 0 
i©?£St^^;^3 5HJCTbfcm, S*&JS^Sr3Efc7 2 < CT*7^KAPSL 

PCRMA-B (3 7 1 b ph C-D (63bp) s ^:U«E-F (3 8 4 
10 b p) £r QIAquick PCR Purification Kit (QIAGEN |±®D ^^tlll, H~ 
PCRt7yty^;H,fc ( fZPCRm^t N iStLTl 20ng©i- 
PCRMA-B, 2 0 n g©PCR4^ftC-DXVl 2 0 n gOPCR^ 
J5£#/E-F N 1 0 }jl 1 <D 1 0 X P CR Buffer II. 2 mM MgCl 2 , 0.16 
mM dNTPs N 5 — y h ODN Atf? JJ ^ 7— g AmpliTaq Gold (£*_h 
15 PERKIN ELMER tfcl© ^^ffS 9 8^1 ©PCR|«> 9 4°CO|]iaS^ 
T8^fC^}C9 4 < C|Ct2m 6 5*CK:T2#iaJXT*7 2°C^T2^re > 
^OjllJ^-T?Mbfc 0 ^<D^^^/^2IH^Lfc^ ^tL^H0.4/iM© 
T' ; 7 4^—ARX$F$:Mx.1t 0 4°C^|D^M^^T 1 ^K-t tt^t 9 

4°C^T 1 6 5°C^T 1 ftWIRTf 7 2°C^T 1 #2 0#W> rcDHliffT^P 

20 iu ^o?a*f--f^/^sr3 5m^m^tc^ Kjsa^**7 2°ctt7^m 

IrPCRCi 9£Cfc8 4 3 b p CODNAif^-^ffrMb, Nc o I^E c 
oR I-CM-ffcU #b*WtDNA$fJf&P S CFVT7^^H^n-=^ 

25 tlfSp e 1 Bv^^/Pgfi^IJ (Lei, S. P. 6> J. Bacteriology, 169, 4379- 
4383, 1987) &*S/vX>^% 0 DNAS»I, SS^cMA B L — 1 tfvW- — Jf- 

m.F v (dje^t ^ ymmmz^— k-ts DNAif)t^tf7 B 7^ utpsc 

Ml Lfc (0 5&#J$) O Kp s cMim^5S»AB 



WO 01/79494 



27 



PCT/JPOl/03288 



1 - 1 ffit—x&F v (DMmmmmfT s: / mmm^m^m-^ ■. 2 0 ^-r 0 

m^-s t?Lift»^TSi^MAB L - ltt#:-*iF v^gfS^^^ 
— %fcM-tZ>1ttf>, p s cMH^- ^PCR^j; VrnMlstz-o ^LT#b 

CHOltt, DHF R-AE- r v H- PM 1 - f (WO 9 2/1 9 7 5 9# 
18) Ec oRIltFSma U«J:!)W^WU EcoRI 

-Notl-BamHI Adaptor (SS3t*±$Si) Sr»IH-« ^ i: ^ J: 9 

Ft5DNA(^/y ^vxlios a i i mmmm^^u^^ir^m 

A 17 — ^IS^JOft^n- K-f-SDNA^^-r^JJ ^VX-#-§Sa^(J#^- : 2 

2 ^i~FRH 1 a n t i £r!B Wc D 

P C Rfg$? 100^114, 10/i 1©10XPCR Buffer II N 2 mM M g 
C 1 2N 0.16mM dNTPs, 5 ^-^ y b COD N Atf? U ^ 7 — * £ AmpliTaq 
Gold, 0.4/iMfo©#7°7^v-, W8ng©ilDNA (pscMl) £r 

i ftmRxf 7 2 °c^t i 2 o 30>ra N ^ oukj^tm bfc 0 r. <£>$&&im ^ 

PCRM^: QIAquick PCR Purification Kit (QIAGEN #M) ^/gV^TiftM 
U Sal I&t/Mbo II T'^HfcU N5^gfl!|#«^MAB L - 1 gift-*^ 
FvSra-Kt5DNA|ff^fc c p s cMH^ 1 — £rMb o II R 

t^EcoRI T*mfc U C«1S»AB L - 1 v — K*f 

<5DNA»fJf ^LT, Sail -Mb o II DNATOtFMb o II- 
EcoRI DNAiMpCHOl-I gs^^H^n-=y^Lt a D 
NAE^il©i % EL^DNAK^Wi-SDNA^^frlT 0 ^ 5 FSrp 
CHOMli^tt (0 6£r#ffJ o M^^^pCHOl-Igs 
te> ^5L»*3WI&^««Sa3fifcaii-5^»>^ I g G 1 V^^/l^ia^J (Nature, 
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332, 323-327, 1988) £r^/^V^ 0 *^7^5 Kp CHOM1 |C^*tl5Si 
EScMA BL-1 ^f*:— F v (DMMWMISl&T % / WSm^WMtt : 2 3fc 

5. 2 BMMAB L- g^fe^F v^jgM 
5 SMMAB L- 2$iW—*&-F v £rjf«!B 5 . l^oT^SSU, I-PC 

Rfc^Ttts p GEM-MI H©ffcbt> tWMAB L- 2^HiVli 
S: = -Kt57 , 7^5 KpGEM-M2H (HJfefll 2 &#fl&K MpGEM-M 
1 LOfti) 9 ICS»A BL-2 $L#Lgrv^g*$£r = ^Kt57"7^^KpG 
EM— M 2 L (IiM2^#i) Sr^JlU Si^MABL-2^-*iFv 
10 ©IELV>r ^/^BEl^J«r=»— K-t-SDNAgf^-Sr-g-tP^^^^ Kp s cM2%# 
7t Q ^7"^^^ Kp s c M 2 f tl§ Si^M A BL-2 F v © I 

p s cM2^^-©if}a!)Si^MABL-2^-*iFvO 
jELV^T? y^gBMSr^— Ki~*DNA»f^*^tpi#3UBl*3jS|Blia3B^P CHO 
15 M2^* — £:#fc 0 *7°77 5 FpCHOM2»^tl5Si^MABL-2 

5.3 c o s 7 jjgar^Mfe£MA 

«MABL-2»-*iF v(D— iitt^m^m^i-57c^, p CHOM 
2^^-^COS 7i»£:^Tf^L7t 0 
20 pCHOM2^^-|r N Gene Pulser (BioRad t±SD £rj£V^T^ ^ f 

n /K v' a y D C O S 7 IffllSi^Ifei LfCo DNA (10 M g) P 
BS4>lX10 7 aja/ml©0.8mr^=3r^5/MdBt 1.5kV, 2 5 

25 1 0%©!)^i.t^tt5 IMDM« (GIBCO BRL *±®D ^Px.7c 0 

5. 4 cos 7mmmm±m*(Dmmf&MAB-L- 2tf;fc~%:m.F v<p%km 
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J$MA B L — 2 $tl#:— v^^^^y^Pyf^ «fc 5 fflfcflg L-fc 0 

pCHOM2^^-^t^AUcCOS 7»j|i±?fM3^bn- 
/ViLXpCHO l^^-lrl^fi»AbfcCOS 7!«&i|±?#K:-oV^S 
5 D Sm^ficMh&ff^^, REINFORCED NCf (Schleicher & Schuell 

0. O 5 %T w e e n 2 0 - P B S CTM, L AG^ (SIGMA &jR) £r 

*t-&#L^£.x I gG*n:#: (Zymed th») SriPx., Mtt^ 7^a^V 3 >R 
10 t>15fc$^ (Kirkegaard Perry Laboratories #M) SrSsJP 

(17). 

^O^l, p CHOM2'<7^-|ACOS 7mmm^±W cp\C(D&F LAG 
Kfr— F v &&m £ V ^ SiM^ifto fc 0 

15 5. 5 7p-n bJLr: 

MJ — £r?T ofz.0 k h Integrin Associated Protein (I AP) ^r^JUrf-^ 
&X&UMJMcL 12 1 0ffflJ3£ N fcSVM^:/ b ^ LTpCOSM 
— ^W^^bfcL 12 1 0«2 X 1 0 s -iH^ ffi^MABL-2^- 
20 ^WKF v&SS^SiirfcCOS 7 £HJJ&<Di#*_L?f fc 5 ^ h /i^ UpC 

hoi^^-m^ucos 7nm<Dmm±m*iM%., tk±kx4^^ 

^—iy 3 ^RXJi^CD^ "^!7^ifCF LAG iritfc (SIGMA f±§SQ %Mx.tz. 0 << 
y^-^—iya yRXim^(D^ F I TCWMlstz.^V^ I gGSf (BECTON 
DICKINSON tLJ4) £2lR;l7c 0 HS^V^ra^-^ayRWof, FACSc 
25 anil (BECTON DICKINSON^) ^Xlk^M^U^. Lfc 0 

^TCD^m> ff«MABL-2|iMlFvtt, UlAPMtSLl 
2 l 0»(c#^t||-a-Lfcii(ij; 19, iOS»ABL-2^-*| 
Fv^t f> Integrin Associated Protein fc£fi~5 77 — t 1 — ^1 £ 
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&mbi>>ktl:o1t (08-11), 

5. 6 Competitive ELISA 

5 1 n g/m 1 tiSLfct^F L AG^t&tr 9 6 S'at/K/l/"- Y (D^^7 =^MzM 

X. N 3 7t(CT2^^y^- b Ufc 0 8a$£gU 1%BSA-PBSW 

M.fc^- (IS?iJ#-^ : 2 6) Ir^ALfcCOS 7 »:t§^_t?f <£r P B S }ZX 2 ffF 
*3RU^tt©S:#^*/HtJD^.fco SfiWy^a^ hXt«fe*Mfe> 100 
10 n g /m 1 [IMS bfc If WkMA BL-2 #C#: 5 0 /z 1 &t*Jl|S#tf6r^ L7cf? 
MMA BL-2 £t#—;ttH F v MC O S 7 M*&^±}f 50//1 SrSUft Lfc 

7 7^-^^M'7"f7t'v i V (Zymed *fc|S) SrJP*.*:, tfitt-fV^a 
-<-b^gfc^m> SK^i (SIGMA *fct4) SrJP^ % &*C4 0 5 nmt?OK^S 

15 SrM^bfc 

-^O^^s SMMABL-2^-*iFv (MABL2-scFv) fc£ N 
=t b n -/MZ> p CHOl^ACOS 7f«Jt*±.»^tbg?LTPJb^« 1 g^ 
»v^^MABL-2^0t h I AP^tJK— ©Ht^SrlfilSF (Hi 2)„ 
-©iiiS^s SififeMA BL-2 ^fls-^F v fi % ~? V X ^ J V V — 
20 fcMABL- 2<D^fl^tl(DVm^<DlEL^m&&ft1r%^k&fF^£tlTz. 0 
5. 7 in vitro ~T*<DTtf hn^gfiggjH 

fc b I APSrat^^ALfcL 121 0«, XTJtayha^i LTpCO 
S l^<?# — Sratfe^^AUfcL 1 2 1 0» N XtfCCRF-CEMSftllll&SrJB 
V\ ffKMAB L - 2 W-*|F v©7l f-^^»ffi^An n« x i 
25 n - V (B0EHRINGER MANNHEIM #M) «fc 5 tMtf Lfc, 

1 X 1 0 5 ilH^ s MMAB L - 2^l#c— vMCO S 7»i# 

i±ife5v^ayfo^t uxp cho i^^-Iacos 7M*&*_L 

m^mm 5 o %-vwm u 24 f%mmm Lfc Ann eX in-v^ 
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fe$rfrV\ FACS c a n^g (BECTON DICKINSON #M) teXHk%M&&9H£l, 
Annex i n - Vtfe&,\Z. J: 5flWf©Sl§*&0 1 3~1 8 ^^H^ftL^ bfc Q 

ABL-2KMIFV (MABL2-scFv) (tL 1 2 1 Olffl^tCdoV^T 
t h I APfamW^fcm^^M&f&%:mmi'ti (013~16)„ £fc s CCR 
F -C KMmmzm^T h =J yfn —/Wzjfctfc LTI LV^J§&5E£^HL;fc (EI 
17—1 8), 

10 5. 8 C HQj)iaiufe(t 5MA B L - 2 fei^aj^-MF v !) K<D 

mm 

MABL-2»*©-$|Fv (^U^^K) ©ff^iCHO» 

pCHOM2^^-^ Gene Pulser (BioRad $M) Sr/SWC^l^ h 

15 vtfU— is a 19 CHO«^^®femb7t 0 DNA (lO/ig) iPBS 

M^LfcCHOlfflSa (lXloWml) <D 0 . 7 m 1 Lit t> <D&*c 

o.^<y hrtx., 1.5kV, 2 5 m F©tt}u-C^;^^4ifc S£}CT 1 0 

^Jkm^^i-^m^ a -MEMi#J& (GIBCO BRL %h^) ^0X.i#*b7t o 
20 #fetLfc^ n — y^oV^T, SDS-PAGESir|^)it§^y^I©M 

Ifrf*t bT31iRb7c 0 lOnM methotrexate (SIGMA |±jS) ^fr^lfaitig^ 
CHO-S-SFM II (GIBCO BRL %hM) ^T*g^|£s i§#±?t§r^fe s 

25 5. 9 CHQjliaMOMAB L - 2^aiO-MF vOlll 

5. 8 T*#fc— *^F vMCHOl4fOjt*±iMIffffl^- 

(pani 3osf, m^^v^^) itm^xmz o^xmBLtz. a mmm 
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CHOUBJiaiSF^IJi^^fe— vOflH4r±, Blue-sepharose, MKc^i/ 

(1) Blue-sepharose ^ i>> ^ n -7 h 77 ^ — 

i##_L?t©3ft«£ 2 0mM i£gg»f$: ( p H 6 . 0 ) L, 5g 

5 MM (10000rpmX30^) ^ J; *) ^mOto^lx Lfc 0 itf&I^MW^ 
"e^FMt: L-fc Blue-sepharose # 7 A (20ml) teSfe&D U I^Hf 7 £r 
SfeHM^x WOTNaCli^O.l, 0.2, 0.3, 0. 5^1. OMf t~ 

Rzp&mmmft&ftffii^ —^m.Fvi>mm^^wi^ (o.i~o.3m Na 

10 Cimmmfi) Sr^— Centripre P -10 (7^y) ^V^T^)2 0^|fU 

(2) /N-f Rn^XTV^-f h 

(1) oi»iomM vi/mmmm (pH7.o) tnoMi^u ^ 

Kn =3r^T^°^ f*7A (20ml, BioRad) b7c 0 6 0 m 1 <D 1 0 

15 mM V ^m&nm ( p H 7 . 0 ) t"*7^ y 2 0 0 

mM*TiliWK±il #^^*Ufcgfi®£r^ffiL.fc il9)„ SDS- 

(3) $VHtifi 

20 (2) ©I^AWB^^MH Centriprep-10 SrffiV^T^ftliL, 0 . 1 5 M 

Na C 1 £r^tP2 OmM ^MfffM (pH6. 0) T^M^LfcTSKg e 1 G 
3 000SWG*7^ (2 1. 5 X 6 0 0mm) ^»bfc Q ^P^h^A£r|H 
2 0t*f o # tl tH5a^ SDS-PAGE t Vv-ftbt>3E^fc° 

S (AI, BI) ^^©-*iFv^5> ^V^iiT^WLfc^m, W# 

25 AT«^ft±©^t^l3 6 kD, PfrfrB T?f±|S| 7 6 k D ^Mlti £^c 0 

bfc— TfrUCFv (A I, BI) §r 1 5%-SD S-7$}) V 7>T ^ K^A^ffi 
V^T^Ufc 0 1^^^£3t7nglJ»J, Laemml i <Djjfe 

^m^xnnfam&frw vkm&m&M&f-^^-^v yrvh^^Lfc, 
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HI 2 l \Z7jk1~£ 5 fc N A I N B I V^-fn^3l5n^Jo»©#^(iiMt>e>T> 

FvOT;v-1;\ B I ft— ^m.F v(D0^m^^4^—t^X.htl^> o ® 
I RZPB I^TSKgel G3000 SW*7^ (7. 5X6 Omm) £J3 
5 V^^VHgiiR: £ !9^|lfL7t^ N Ptf>A I J«y^-C7)t: 0 -^<D^ N B^B I 
tt^V^-^)t: 0 -^^^m$nfc (HI2 2£r#ROo ^fc N (®# 
BI) f3\ ^— *#!F v(D^)4%-e^ofc: 0 «>5^f B^cpO^-f f± % ^ 

9 o %sx ±& 4 °cr« i trfi&>±&mmzmwzntc 0 

5. 10 jKmWm&T*(DMAB L- 2 fet&Ek^— ^IF vJliL^2!± EHB 
10 — Q^fg 

MAB L - 2^S^©-*iF v ^«IIft:rtfuTi^f'Mt5-<^ 

DNA$fjt£rp S CFVT 7^^^ — ^#AUfc 0 

15 a-FtsDNA :/ v #4 x uioi^ a k ^r^n d e i ummmmm 

bTL#|V|I^C5M£^ — FtSDNAIW^y ^-f XLE.O 
2m<DW±=i V^RXFE c o R I $iJPS^m»^?r^i"5ia^J#-i- : 2 8 ^ 
tVLAS^-fv- ^V^fdo &:ib\ |^7 s 7'fv^Nde-VHSm0 2 

n AK:^-f ^ y *v x-rssu^^ 5 ^^©^^^-3 A/ 

P C R¥&M 1 0 0 ^ Hi, 10m 1O10XPCR Buffer # 1 N 1 mM M 
g C 1 2 . 0. 2mM dNTPs, 5^.-7 hcDKOD DNA*°!J 7< 7^if 
(^±B:#|fri±MK l^MfotD^y^^-, StFlOOngCilDNA 
25 (p s cM2) Srg^U 9 8°C^T15Wk 6 5 °C^T 2#f B mtK 7 4 
T30 - (DMFf-Ftom Lfc G r. ©figlM ^ ;vl£ 2 5 H1K« Lfc 0 

QIAquick PCR Purification Kit (QIAGEN %h®D £/gV>~altM 
U N d e I c o R I U #btbfcD N A®fjf 3: p SCFVT7^ 
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— \Z.?u— =>-^Ufc 0 fc*3, #5SH^^-pSCFVT7ttNde IR 
O'EcoRl T-M^bfc^ i: CiUpel B^^/v-E^fJ^Mi^^ti-CV^So D 
NAgB^^^m. ;E^DNAia?(J£W«DNA$TJt£^tp:/7* 5 KSrp 
scM2DEm0 2 Lfc (02 3 ^#I©ri) 0 ^"T 9 ^^ ^ Kp s cM2 

5 D Em 0 2 ^ttl5MAB L - 2irC^S*^— *iF v©fiSEW7^; 

: 2 9 K^i~ 0 

5. 1 1 ^M^^jo^^MAB L- 2jyL^^jfe(Z>— vtfV^^V 

MAB L- 2fetfrS5i5©— *iF v # !J K&^m^S^^&T^Tc 
10 pscM2DEm02^^-4^1|BL21 (DE3) pLysS 

(STRATAGENE *±M) ^fClte^ Ufc 0 # fe^Lfc ^ VfcoV^ N S D S - P A 

L - 2^Eb*0-*iF v Jl«!)^ K©I4«i LTMLfc. 

5. 12 ^8I1»M^MAB L - 2a^ft3fe^-^iF v^y^7°f - KO 

15 mm 

T? 7 H#WJ&# U -M70ml OLB*«BJdffi[^.jtt^ N 2 8<C^T— 
fTofc. iOpre-cul ture^7LO L BJfrffifcW^JH^ S^r — :7t 
-^y^-^fV^2 8°C, ^#ii^3 0 0 r pmttf^tfc, O. D. = 1 . 5 

(lOOOOXg, 10^) U tfeKi: LTHURUfc0^^ 
5mM EDTA. 0.1M NaCl, 1% Triton X - 1 0 0 <H££? 5 
OmM MJ^4ft»»WiR (pH8. 0) jgfjfe (out put: 4, duty 

cycle : 70%, 1^X100) CiHI^llLfc, ^ ©SBWMft^iS'^lft (1 
25 2 0 0 0 Xg, 10^) tfcj&i: L-CHIiDlLTcitA-fls^ 5mM EDTA, 

0. 1M N a C U 4%T r i t o n X- 10 0 Sr^tp 5 OmM J> V XlMM 
WffiW. (pH8. 0) SSStS^l (out put : 4, duty cycle : 50%, 

30#X2) <H?V\ (1 20 0 0 Xg, 10^) ^«fc D g ^S^ICSrtfc 
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l^iei^A/^ltA*^6M Urea N 5 mM E D TA, 0.1M N 
aCl^t?5 0mM MJ^Iiiff (pH8.0) «U 4M Ure 
a, 5 mM EDTA. 0.1M NaCl, 1 0 mM * As* ~f h*.? J — ;V& 
-g-tf 5 0 mM h U ^mmmWM (pH8. 0 ) LfcSephacryl 
S-300 (5 X 9 0 cm N AMERSHAM PHARMACIA |±0) ^l4tii# 7 'MM 

SDS-PAGEt^tfU M^O^W^oV^T, O.D 280 = 0. 2 5 (l/£ 
3 cfc 5 ^<^V^iii'T?ffiV > '7c^S'^ 5 #|R : ^> 5mM EDTA, 0. 1M NaCl, 
0. 5M Arg, 2mM 3StcM^V^^^^-^ n 0. 2mM tftS^>^fty 

^tfsomM vv^mmmmm (phs.o) \zM^xm%f* smn^> z.t\z 

X <9, ##Mb^f^SrtTo7c: 0 ^t0. 15M NaCl^tf2 0mM ^ 
&$f?j$ (pH6.0) ^U3 0l|fU ^^SrfTofCo 

0. 1 5M NaCl^t?2 0mM (pH6.0) T? W-fb L7c S u 

perdex 200pg ( 2 . 6 X 6 0 c m, AMERSHAM PHARMACIA &WD ^VM5l 

— Kfttf— ?<Dhk, ^t°— ^ iri^^t 0 — ?<D 2o©t'- ^^ffi£;frfc 0 S 
DS-PAGEia5M (0 2 1 #R&) Xt5^/l^ftia©^ttififcgd^, SE^tf 

Fv^JJ K©^ 4 % Tfe o fdo 

5. 13 MAB L - 2^a^tl-^iF v /Ky K© in vitro T? 

t h I AP^rig/fe^ALfcL 12 1 0« (h IAP/L 12 10) £J3V\ 

cHommRx?^mwm&m±<DMAB l - 2 ^^^<z>— f v *k y 

K (MABL2-scFv) GDTtf? h — ^©2ooyn^^- 
M:TAn n ex i n~V (B0EHRINGER MANNHEIM *±M) £ «9 bfc 0 
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%— (D~7v h IAP/L 12 1 0if»5 X 1 0 4 -f@(3l, JfcflcffcfSf^r 

J&Xft 3 ix g /m 1 "t*mtol U 2 4 B#TO* L7c c tVX, 5 . 9 T?# 

5 -r^^I gGttftlCOV^tjtWUfc, Annex i n-Vjfefe^fjV\ 

FACS c a ng|g (BECTON DICKINSON #44) ^Ti^M&M/t Lfc Q 

^ZKD^n f hIAP/L121 0&Bfl£5 X 1 O 4 ^^ #C#: 

WWSr»«*3 g/m 1 -C«PU 2^iifif i^FLAG^ (SIGMA |± 
M) Srttftgl 5/ig/ml Ti»U 35 £2 2B#^J#*Lfc 0 #;&fW£ LT N 
10 5. 9 C HO|PBlSS5l5MA B L 2 — F v / "=f — RXf^ 1 y fo — /V 

£ LT-^^ I g Gffi#:i£oV^^ftLfc 0 Annex i n-V?fefe£r 

ffV\ FACS c a n&fclCTSfefeaS^SrW&Lfca 

An n e x i n - VSfe6^«fc «i»*f 2 5-31 \^fh^fhmVtL 0 

15 M^fK©^-r-l43y>n-;u (0 2 5) fcJfc«feLT*^fMS5E&UMf 
L/C (12 6, 2 7)' ^ CHOiffi^lf W4©-*|F v^MT" 
fm;Y-OT* V>MR*ftMBtt»*b:ftfcfl>o;/fc (0 2 8, 2 9)„ * 
7t N KFLAG^ftOiJlItJ;^ CHO|fiteS4.©MAB L — 2^t^S5fe — 
iFv#])^fKW7Hi3yfn^ (03 0) £ttifi^T*LV"»*njS 

20 £E£r^HL7c (HI 3 1) 0 

5. 14 s cFv/CHO/K'J^7'f F^/v-RWv-Ol: fflfli 

(1) -v^^lfiL^f t f I gGSlfe 

^^ifajf^fcttS, fc fc MgG (M^W^ 

25 «) ©^ftte, OT^EL I SA-efTo7C 0 0. 1 %S^gl»T^ (pH9. 6) 
XI n g/m 1 ^^bTC-Y^feit h I g (BI0S0URCE L o t # 7 

902) 1 00 /i 11:96 ^ai/KT 0 !/— }> (Nunc $M) fcM?L^ 4 0 CX*—$t^ > 
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jtLfllfeS Vraaiift £ UT t: h I g G (Cappel *±®k Lot#00915) 100 
n 1 SrSfe&PU "^fflfcT2Npra>r >-^^- is 3 ^bfc 0 Jfc^lg, 5 0 0 0{§# 
%RLfcT/U%}) ^j-X^rP—HmmiTLt h I g Gift®. (BIOSOURCE ifcJJU L o 
t#6 2 0 2) 1 i^tlW^a^ S/a^Lfc 0 gfc 

5 #Mt> SfClg^^HX., ^^^ra-^— v- a ^<D$k^ MICROPLATE READER Model 
3550 (BioRad #M) ^iV^4 0 5 nm^t^^ffltU fln^t: f I g GcD 
S&ft^£«mkHfc:^*l§W^ Ait f£>t: MgG (M^>v-^SC) Wk 

(2) s#^(DfgM 

io s c f v/cHo^Hyf K^y^&wv-^ s-^eu m^m 

SLfcPB S (-) £r,J£V^T, ^M^0.4mg/mK 0.2 5mg/mlE 

(3) t h#MM^;*^VM£>#^ 

fc h#Mflt^!>^^7VW3:£*T<z>J: 5 {-#§£bfc 0 SCIDy^ (b^i^ 
15 T) SrffiV^T in vivo lift L7t K P MM 2 » (#H§¥ 7 - 2 3 6 4 7 5 

$g) 1 0 % ^ v'flftJ^ifrUf (GIBC0 BRL %fcM) ^tfRPMI 1 6 4 0 i§ i& 
(GIBC0 BRL $±m) t«3X10 7 l@/m Lfc 0 & D&itj B 

#CT v-T n GM 1 (fP3feM^±M. 1 T^£r 5 m 1 100/il 

^TS4tfcSC ID-r^^ 6Mft£) (B*^ V7) ^_h|BKPMM2 

20 IIW«2 0O^l (6xio 6 |A^) £mj»J; !9ftALfc 0 

(4) £rC#:&# 

( 3 ) -etm L-ti t h#Mii^ ? * ^-yvw-^t u kp mm 2 mm^mm 3 b 

i£i? N 10 21a), 3BIH!, JhfB (2) T'PMU^S^JfSl-, ^/vH12 5 0 

25 fcPBS (-) WiC10 2@, 3 2 0 K IfIi?)^Lfco 

Ml¥£^ 1^7PE-efTofc 0 

(5) s c F v/CHOJif!)^7f KOT7-7^WT-©t b#Mffi# ; ftt 
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h I g Gft^^fh^oV^Ttt. K PMM2»iW2 4 0 g U 
5 -hfB (1) -e^fcEL I SA^iV^Tfc h I g GfiSrjgffJt L£:„ ^<£>*i^ P 
B S (-) gf^-CfcJ^ JL?tt MgG (M^/^fC) A&ffi8 5 0 0 n g/ 
m 1 ]i;-?±#L-CV^<£H£*fU s c F v/CHO^v-S4^HMiO 
1/1 0 J^T bmMW&i&X-foV) . s cFv/CHO^V^KPMM2iH 
<Dii5g^^^5li<»lJbTV^5-i:^$^fc (!33 2) 0 £#»3IBJfco 
10 V^%H 3 3 , scFv/CHO^v-g^TllPBS (-) 

m#8&%:&Jrtz>z. k&&£tift 0 &mm(D&mW;fcxh% s c f v /cho^ 

15 %X.^ttSo 

5.15 m^Mmmmk 
20 m^#Lr>fi N pbs (-) icT*«^2%^#«#^%##bfc 0 m. 

^ly^;V\±, ^itLT-7!>^I gG (Zymed #M) £JlV\ MABL-2£rC 

25 ©^f-^^/I/^ 5 0 a 1 /r^/l^fl LfccN^ 2 %^«#«§r £ & {31 5 
0 u 1 ?1?P U 3 7°CX 2 BtPtlM >-^-<— is a 4°CT— g^f£# 

U ?^*^J^Ufc 0 )SfiaT, PBS (-) £50^ \/^^;vWM 
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g G, MAB L— 2tfLfct± s 0.01, 0.1, 1 , 10, 1 0 0 ^ g /m 1 , — 
*lFvlt 0.004, 0.04, 0.4, 4, 40, 8 0/ig/mlt^iH 
F v ]j K©^ -7-©^^ b 1 1 60// g/ml (DmA&m 

SUfc 0 -^©l^fi, TIB©* 2 fc^l-ii t> , MABL-2»U 0.1/ig 



10 



mlgG 

MABL-2 (intact) 


*ffl8 


0. 01 0. 1 
+ 


1 

+++ 


10 100 

+++ ++ 


(Hg/ml) 






scFv/CHO 
scFv/CHO yjl- 




0. 004 0. 04 


0.4 


4 40 


80 


(|ig/ml) 






mm 


0. 004 0. 04 


0.4 


4 40 


80 


160 


((ig/ml) 












Wcifc s 


c (F v 





t>*i^©f$©^f KU y^^^ffSMAB L — 2#L$:s c F v 
6. 1 MABL-2^s ctFvhM^^-; KOjj 
MA B L - 2 &ftmm<D 2 OOH|V«t; 2 0©LtVi^|rttfaSc^ 
15 flc [s c(Fv) 2 ] F&fcmi~&±&, Bu3z&pCHOM2 (M 

ABL-2^S|$0 s c F v &=i— KtSDNA^tf) ^WT^-f-ji 9 P 
CR*fc{£j; t)^£fjiU tfetbfcD NABf^S: p C HOM 2 tiA Lfc„ 

PCRMf57 , 7^v-|t -feV^^^^-e-i! LTEF 1 aSr = — K*f 
SDNAM^y^XfSEFlWv- m?m^: 3 0) Srftffi U 
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y ^XLloJJy^-iflra- K*t~ -5 D N A jiiB^ll (ga^J## : 19) &tfS 
a 1 iaiJP5^®ig5§15fi^^i-6VLLAS^ 0 7'l'^- : 3 1) 

m U7C 0 

5 PC R&W£ 1 0 0 m 1 lO^i 1O10XPCR Buffer #1,1 mM M 

gCl 2 , 0. 2mM dNTPs (dATP x dGTP, dCTP, dTTP) N 

*^r-.N MlOOngOiiDNA (pCHOM2) Sr^^Ti~S 0 PCR$8R«r 
9 4°CiCT3 0 #Pb1 n 5 0 °C T 3 0 j^RBXt* 7 4 °C X 1 # W N r. (D T?AD 
10 |Lfe 0 r«f^^/^3 OlUR«bfco 

QIAquick PCR Purification Kit (QIAGEN tt§g) ^^V^TltM 
Sail tiftU #bnfcDNA»lfit^P B luescript KS + -< 

99— (M&m±m) ic^o— =^u/t„ DNAia^m^m, jelv^dna 

ffi^J^^ff-^DNAKff^^tfT 0 ^^^ KlrSa 1 I^M^U #fetLfcDNA 
15 ®rJt£:S a 1 I -emfkbrhp CHOM2t Rapid DNA Ligation Kit (BOEHRINGER 
MANNHEIM tfcjR) £^Tjg;i£Lfc 0 DNA|a^lJ^(D^ IE UV>DN AiB^JSr^T 
f5DNA|f^^&/7^^ K&pCHOM2 (F v) 2 i^Lfc (EI 3 4 
Ji) 0 ^-7°^^ 5 Kp CHOM2 (F v) 2 (^Sil§MABL-2^s c (F v ) 

2 m^(om.mmmRUT $;mE&}&m&m-& 3 2 \z^rt 0 

20 6. 2 j^O^^^f Kg^^tt5MABL-2^scFvM 

[LgG - [Hid (fi(TLH) t*SJ;5»J:v«JKSr3Sjf§bfc-s c F v §\ MA 
B L - 2i^©HiRt>'Lic DNAMi UTOT^ii 5 fc#^bfc„ - 
25 HL^T'CscFv^tSfc^ Sf pCHOM2(Fv) 2 ^ilt t- 

TCFHL-F1 : 3 3) WCFHL-R2 (MZm^ : 3 4) 7* 

7 4*?—, CFHL-F2 (IBJIJff : 3 5) SVCFHL-R 1 7°7/f^ 

m&m^ : 0 3 6 ) fcj; 15 KOD^y ^ if^T 9 4°C3 0# s 6 0°C3 0 
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fX 7 2 °C 1 &m<ORJ&& 3 0 [U$fe!9 5Si~P C RS^SrfTV\ 5 ' flflfc y — ^— fii 
WSr-g'tpH^ M*3'f!|^F LAGE?![«r3t?L<K© c DNAat^SrffaRbfc,, 
»fetb^:H«l2fer^L<KcDNASr«@St bTiigl^U KOD#JJ^7^tT9 
4°C3 0# N 6 0°C3 0f\ 7 2t 1 ^©RJ^I: 5 0l^tP CRS^fl 
V\ CFHL-F l&t/CFHL-R 1 £ £> ^ 3 

H^<59 c DNA^tf7°7^^ Kp G EM— M 2 L^U^p G EM— M 2 H (#H 
¥11-6355 7*180 tT v -ttt-PttT 7 : 3 7) St^ 

CFLH-R2 (IB?lJ#-*§- : 3 8) Zfv^^—^ CFLH-F2 (ffi#!#-i§- : 3 
9) MCFLH-R1 (ffi#I#-5§- : 4 0 ) 7°7^v^^^TKOD^y ^ 7 
OltJ¥$&) ^T9 4°C3 0#\ 6 0 o C3 0fK 7 2*C 1 #ra©KJfc«r 3 0 E 

Hfet)3gi-pcRS^«rfrv\ 5MU^y-^-ia^J^tfL^ N M3'1i:fl 

AGE^&^t?H#©cDNAltfi^£rff4MLfco #&tlfcLiMHic DN 
A^MitT^U KOD/Ky^7-iftT94°C30i\ 60°C305@\ 
7 2t:i^WOKJi&^5|lI|ft!3 3gi-PC-RRJtS:SrfTV\ T 7WFLH-R 1 

FLH-F4 4 1) WCFLH-R 1 7°^ ^r— %B^X 9 4°C 

3 0#\ 6 0°C30#\ 7 2 0 Cl^P B 1(D^jSSr3 0 IHiftD 3g*f P CRglS^fT 5 
iir^J; t> JJ — ^^^LH-O^^cDcDNA^Mbfc,, 

^5 bT-ff^bTcLH- 0, HL-0 ? 4 ~7<D c D N A£rfjflJP.g@#|f E c oR I, 
BamHI (S3B3i) X h o I Mffl#^\^fa&i£?ite\t^%&to& 

KINPEP4IC Ligation High ^ffi^TlALs 
Competent E. coli JM10 9 (-s/zK^v 5 — V) -fEr^Kfeifebfc,, flfetb 
fc:£J]§®«fc!) QIAGEN Plasmid Maxi Kit (QIAGEN) ^T^7 * ^ K&flHR bfc 0 
£ 5 LT7°7^5 Kp CF 2 LH-OMp CF2HL-0 ^^©bfc 0 

(±pCF2HL-0lriSiLtCFHL-X3 (IS#J#-5§- : 4 2 k CFHL- 
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X4 (K?!l#-5§- : 4 3 ) , CFHL-X5 (E^J#t : 4 4), CFHL-X6 
(ia?(J##: 4 5), XfiCFHL-X7 (@aM#-§- : 4 6) (D^^^v^^— 

f :47) Zfy^-^"- ^V^KOD^!J^7- if 9 4°C3 0#, 6 0 °C 3 
5 0#, 7 2°Cl^fMM3 OHI^f9 5l-t-PCRK^^fTV\ #bttfc^M 
^SrflJRBBlitfXh o I, BamHI (SM5t) i:t&ILfc. #btb/tBlf^?r p 
CF2HL-0©XhoK BamHlNKC Ligation High (MWW) 
^TfALv Competent E. coli JM1 0 9 ^ff ^Ufc 0 ^SMS^ Lfc^f 
ffiJ;^ QIAGEN Plasmid Maxi Kit ^T^^ 5 K£:*fS!A L-7c 0 ^ 0 LT, 
10 7^5KpCF2HL-3, pCF2HL-4, pCF2HL-5, pCF2H 
L-6SitKp CF 2HL-7^Mtfc 0 ItCOS 7 IffllS^O— jift^l-JS 
V^S^^;* ^ K^iH-STc&fc, pCF2HL-0 s pCF2HL-3 N 
p CF 2HL — 4, pCF2HL-5, p C F 2 H L - 6 Rtf p C F 2 H L - 7 
&mmmmE coRI StfB a mH I (SMit) l:«U 3$ 8 0 0 b p (DWr 

^SrnffLtt^M^m^^ ^U'pCOSlCEcoRI RXfB amHIf-f I> 

Ligation High lr^V>TiAL, Competent E. coli DH5 a OfC#l£) 
®temb7t 0 ^Kfe^bfc^^J: D QIAGEN Plasmid Maxi Kit \ZX^=7^K K 
Srl»Mbfc 0 r5LT, W7^^ KCF2HL-0/pCOSl, CF2H 
20 L-3/pCOSl v CF 2HL-4 / pCOS 1, CF2HL-5/pCOS 
1, CF 2HL-6 / pCOS l&t)«CF 2HL-7/pCOS l«r-f^L7c 0 
•ft*#J&#iJ<t LT, 7° -7 ^5 KCF2HL-0/pCOS 1 <£>H3t£r[g 3 5 \Z.tf 
L, rttHt^tiSMABL 2 - s c F v < H L - 0 > <Di^W>MlkT$T ^ / W 

25 r y mmm ^ m 3 6 \c^-t 0 

pCF2LH-0^i!iUCFLH-X3 4 9), CFLH-X 

4 (SB^J#^- : 5 0), CFLH-X 5 (1E3W§- : 5 1), CFLH-X 6 (12 
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: 5 2) XflCFLH-X7 (gS#l#-^ : 5 3) <D± 4 ~?—RXF 

^V^KODtKI) ^ 7^if 9 4°C 3 0#\ 6 0°C3 0^\ 7 2°C1^^©S 
3 0 5II^PCR^&fTV\ #fetLfc^B^I«JRB^*Xh o I, 

5 BamHlMlLfco # & fhfcWr Jt £r P C F 2 L H~ 0 <D X h o I N Bam 
Hlt^ MC Ligation High £J^T^AU Competent E. coli DH5 a (M 
ft®}) £^IC3fc$ILfc 0 Mtl^JiiilJ QIAGEN Plasmid Maxi Kit \Z.X 
^.^$F^SMb7t 0 rHT, »7^5 KpCF2LH-3, pCF2 
LH-4, pCF2LH-5 N p CF 2 LH- 6l0p CF 2 LH-7^lL 
10 TCo ItCOS 7^T*^— ji^m^V^S^m^7^5; KSrf^Sft-t-SfcJ?)^ 
PCF2LH-0, pCF2LH-3, pCF2LH~4, pCF2LH~5 s 
p C F 2 LH-6MP C F 2 LH- 7 ^fffiJlWlft E c o R I RUB a mH I 

15 O SI ©E c o R I IkXFB a mH I i^-f MC Ligation High ^/^T^IAL. 
Competent E. coli D H 5 a OjC#|£) £rfl21ftjE&Lfc„ T^St^m LttB^ «t 
«9 QIAGEN. Plasmid Maxi Kit ^TT^^S; K^*SMLfd 0 i5 LT, m^^^ 
5 KCF 2 LH— 0/pCOS 1 N CF2LH-3/pCOSl, CF2LH- 
4/pCOSU CF2LH-5/ pCOS 1 s C F 2 L H— 6 / p C O S 1 R 

20 l/CF2LH-7/pCOSl^IUc c ft^te^Mi LT, 7°7^^ KCF 
2 LH-O/p CO S 1 <£>#3g£0 3 7^L, rtl^-attl5MAB L 2 - s 

cfv<lh-o> comMWMRnr % / mum &wMm%- 5 4 ^-t-„ * it 

6. 3 COS 7^fflJia^feft^ s c F v^tKs c (F v)^CQ^m 
25 (1) ^jfiL^*TOi#^±*^M^ 

HL^T", LH^^7*s cFvMs c (Fv) 2 ©»fc^t, C O S 7 |E8 
JI& (JCRB9127 S t a.— ^O^iiPytfH) il^?a^ffo 
fc Q COS 7lHJlSfil oro^Jl^^f (HyClone) Sr^t? DMEM*&#& (GIBCO 
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6. 2triitfcCF2HL-0, 3~7/pCOSl, t)L<ftCF2LH- 
0, 3~7/pCOS IJLnp CHOM2 (F v) 2 ^^ — £r N Gene Pulser 
(BioRad *±®D &m^X^ls# hzntf^—^a^fcX 9 CO S 7|fflJ®^ h v 
5 7^^i/ 3 i/Lfc 0 

DNA ( 1 0 g) i: DMEM ( 1- 0 % F B S , 5 mM B E S (SI GMA 
*±)) itife^ 2X10 7 «/m l©0.25ml ^^^.-<y h ^MzL, 1 0 ^P3# 
0 . 1 7 k V, 950/zF ©Witt^ £#xfc 0 1 0 #MIME©SU 
xk^ bn^Wi/3y§tLf c «^DMEM (10%FBS) i£ififc:Sg£"U 
io 7 5cm 3 77^atM5t 0 7 2 i#*_L?f £r^£\ il'L^gf^ £ 5 
»5&>t£|&5feU IH0.2 2Mm#'Wvfy7'7^V^ (FALCON) 
"CMilU rtLSr**±?ff (CM) tlfc, 

(2) mikmmi&T«<Dmm-tm<Dmm 

_hffi (1) £ IPJ 81 T? b^^^^^^-iXa >-bfcfP3J3&£rDMEM (10% 

15 FBS) fWGi7 5 cm 3 77^ = tt-^*tfct, £J#T N P 

BStT»l CHO-S-SFM Iliti (GIBC0 BRL %tWL) SrSsflnLfc. 7 
2B#(TO#m> «P«Ji»«rAJ6, jft^l«fci9 3llBJia«^«rK^U 11-0. 2 2 

6. 4 COS 7 CM^scFvMsc(Fvh (Djttti 
20 flfnB6. 3 (2) tiltfcCOS 70CMcft(C$3lt5S^©MAB L 2 - s 

c FvXtFs c (F v) 2 <^^y KSrTSB^ji!? t^i^^y7*o s^-f is? 

#COS7 CMteoV^lCoV^TSDS-PAGE£rfrV\ REINFOR 
CED NCI (Schleicher & Schuell *fc$S) KHE^bfco '5%^^rA^/l/^ 
25 (i7l(|Llttg) fcT^ny#^^^ffV\ TBSCXM^ KFLAG^ 

(SIGMA tfcjft) &Mx.fc a mmcXJ y^ra^: ^3 ^Xt«5fc$£©fK 
i/^— ff^li^L-v' I gG^tfr (Jackson Imrauno Research |±^) SriBx. s £ 
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6 . 5 yvi— ±j hJLz 

MA B L 2 — s cFv JkZP sc(Fv) 2 <£>tb Integrin Assosiated Protein 
(IAP) JrCJiC— (DUi&&Um-f%fc#), fufB6. 3 (l) ttilbfcCOS 
7iKiiM^T7P- ^ by— Sr^Tofco t h I AP<H§3£PH~5 
5 ^^^QlftL^IBI^L 1 2 1 0^S2 X 1 0 *m\Z> 3 (l)^#btL 

fcJ#*JL?ifo;5VMi^Mi; LTCOS 7«©i#a-b?*^r*Px., 7k_b^T^ >'3 : - 
^-<>--v' a ^."O^if-©^ 10Ag/ml©v^^^FLAG^ (SIGMA 
§£) .^^P^LTto 4 >3r^^<—isB >RX?m&(D^ F I TCtlH^vr^ I gG 
(BECTON DICKINSON *±®D &MZ.1t 0 St-f V ^a-<-i/ 3 y^*t©f > 
10 FACS c a nil (BECTON DICKINSON #M) ^T^5fc^^rM^b7t 0 ^:<D1& 
* N #COS 7J##_h?tfpc9S^^-ft$©^^ KU^^ftSMAB L 2 
- s c F vWs c (F v) 2 W\ fc h I AP^bTSiV^SitSSr^r-rs^i:^ 
&*Lfc (0 4 0 aSO*b) 0 
6. 6 in vitro -g<PTafl 
15 B&SBl. 3 (1) tTWSlUfcCOS 7«^a.h*^oV^T. fc h I A P £ 

I^lALfcL12 10» (h IAP/L1 2 1 0) W57^h-" V* 
WMftm&An n e x i n - V (B0EHRINGER MANNHEIM #M) 9^f+L 

h IAP/L 12 1 0»5X 1 0 4 <fllH^ #^^^-^«tembfdCOS 7 
20 lfflJ3SJ#*_h?t fe^VMi^hn — HTCOS7 *B JS*N£ _h* <»M 1 0 % 
T?&JU 2 Ammm^fz. 0 -^©fL Ann e x i n-V/P I ^•fetrfTV\ 
FACS c a ngf (BECTON DICKINSON *±M) ^Tibfe^SSrill^LfCo -t©^ 
^ COS7 CM^scFv<HL3, 4, 6, 7. LH3, 4, 6, 7> 
&t>*s c(Fv) 2 fihIAP/L121 0 £«&£*f LTlg^M^iNf bfc Q 
25 #bHfc^^0 4 1 (^tl€tl*to 

6. 7 MAB L 2 - s c F vMs c (F v) , CQCHOiBMM^^^-Ot 

ffjfBMABL 2- s c Fv&tKs c ( F v ) 2 ^*_h|f ^ i i: ^ g ^) 
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H&IBl. 2{^TltLfcpCF2HL-0, 3 ~ 7Xtj«p C F 2 LH— 0 , 3 
~70EcoRI-B amH I W^Sr. CHOS&BJ&E^Sfi^ * — P CHO 1 © 
5 E c o R I &IFB a mH I iFPflfcfc: Ligation High SrJBV^T^A U Competent E. 
coli DH5a 4r3^Jtte*bfeo ?^JtlE*U^:^J»»J: 9 QIAGEN Plasmid Midi 
Kit (QIAGEN) ferCT^^ K&flfSSLfc, LT|§Sl7 P 7^> KpCH 

OM2HL-0, 3~7S0pCHOM2LH-O, 3~7^lfc 0 
6. 8 MAB L 2 - s c F v <HL- 0, 3 — 7 > , MA B L 2 - s c F v < 
10 LH-0, 3-7>^t^s c (F v) , MCHOW^itt;H^g)f j±f^ 

MM 

StTflB 1 . 7fcT«llfiUfc3SS:/9*5 Kp CHOM2HL-0, 3~7^p 
CHOM2 LH- 0, 3~7»pCHOM2 (F v) 2 ^ * — SrSTF^S 5 

15 ^©ftl^i: LTMAB L2-scFv<HL-5>, s c (F v)j&TO 

^3S3L-t-5 CHOiBJ3g©^^rTSS^-t- 0 
M7°7^5 KpCHOM2HL-5Mp CHOM2 (F v) a&flUJISIN&P v 

uliCtlftUTEi^U Gene Pulser mW (BioRad ftiSO 

-t^i-^ hn^W: ^3 v^J: 19 CHOSlfil: Yv^^y ^^^b ^b/Co DN 
20 A (10Mg) h PBS^lX10 7 tt/ml(D0.7 5ml^^j/M: 

#nx., 1. 5 kV, 2 5m F©W»^T^W*£#;i7c 0 Sfflfctl O^f^HJIf 

tftSti^ta-MEM^ft (GIBC0 BRL *±M) ^H^it#Lfc 0 — 

*&«Jb?f£|g;5feu PBst-cyy^ Lfc^ 1 0 %(D^^%mn^ 

25 t5»t«-MEM^i (GIBC0 BRL %kW) ^PpUg* b7c G ^2MPh1J## 
^ methotrexate (SIGMA *±M) 1 0 nMX^m~t ^mM^%\^^ U 

^©t5 0nM, ^Utl 0 0 nMi:^^Jli^±(fTJt*^^fc 0 r 5 IT 
#btbfc£flBfl££:u — tJk h/^tpX*mikmi%i&CHO- S - S FM II (GIBC0 
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BRL tfclft) ^Ti^*^, j#HJt?t£:$fc^ jS'L^Jifc i 9 3SBJfi*^*ISfe5fe U H 

i^liat, MABL2-scFv<HL-0, 3, 4, 6, 7 >St>*<LH 
-0, 3, 4, 5, 6, 7>&&ftmz&&+ZCHOmmRXf : £tlh<DCM& 
5 #7c 0 

6. 9 MAB L 2 - s c F v <HL - 5 >Q^v-R(;s c (F v) 

Tm(D2mmoommm^^ i omm6 . 8-e#btifccM^&MABL2-s c 

Fv<HL-5>Ws c (F v) 2 0»M?rffofc 0 

<mMmi> HL-5Msc(Fv) 2 ^ WH^KOC»Fla 
10 gE^J&SftJ/Bbfc&F 1 agftftr7^f^7A^n-7^77^W 
A^tii^V>Tfl|f$4b/t:o 1 5 OmM N a C 1 $r£tt 5 0 mM Tr i stl 
mmm, pH7. 5 (TBS) -CSpflfft; Lfc$t Flag M2 Affinity gel (SIGMA) 
ffr&Lfc#7^ (7.9ml) 8*e#btLfcCM (1L) U T 

BST'* 7 A SrSfc*^. 0 . 1 y i/yfiiil, pH3. 5X's c F v 
15 7A^^^ffl$-^:fc 0 #btLfc:H^?rSD S/P AGET'MU s c F v <DW 
m%mmVtc c s c FvB^&W5o. O l%t/^J;9l'Twe e n 2 0£ 
*tIX., Centricon-10 (MILLIPORE) "C^brci 0 MWW.^ 1 5 OmM NaClX 
1*0. 0 l%Twe e n 2 0 «r£tr 2 OmM H«f«U pH6. OT^ML/c 
TSKge 1G3000 SW^7A (7. 5X60 Omm) ItCfrtffCo £fDil 0 . 4 
20 ml/mi nts cFvft2 8 0nmOit-etti|Lto H L - 5 fe^m ? 

t Lt^vv-©{£ti^ s c (f v) 2 i-i^y^—<D^m^ti j efimm^tifz. 0 

2 > HL-5Ms c (Fv) 2 NM^n-7f^77^-, ^ 

Tft4 N HL-5T1t Q Sepharose fast flow (7 7^7) & s 

25 c (Fv) 2 ttt SP-sepharose fast flow *7^^\ H~X@.B*p£«:H L - 5 
£ s c (F v) 2 T*m C2H$«r/BV^ 0 
(||— IS) HL-5 

H L — 5 CD CMS, 0. 02%Twe en20 Sr^t>2 OmM T r i s 
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«?s pH9.0l?2MI?ltiC 1M Tr i s T»pH^9. 0tilLfc o 
wCO^ 0.0 2°/oTween20^tf2 0mM Tr i sMIfS, pH8. 

Sepharose fast f low # 7 A^^ft % ^ilff^^O. 
5 5MlT?ONaC 1 ©jfiafe*ft4gE"e* 9 A fclR* Lfctf? 9 KSr^ffi L 

5 fc 0 #b^fc®^SDS/PAGET*MU H L - 5 ^tfW5>^fe^ 0 

(I-IS) s c (F v) 2 
s c (F v) 2 OCMit, 0. 0 2%Tw e e n 2 0 Sr^tf 2 OmM gl^^tf^s 
p H 5 . 5 T? 2 LTcfJH-, 1 MffimX* p HSr 5 . 5 tCflRSI L7t 0 0 . 0 2 % T 

10 w e e n 2 0 Sr^tp 2 0 mM tiEfflfflgf^ p H 5 . 5 tfSjqt-ffc; Lfc SP-Sepahrose 
fast flow l^fflfctK Na C 1 MES: 0 tf*G> 0. 5MtT'tI^ 

15 (B~X@) HL-5Ws c (Fv) 2 OM Ko^T^'f f^nv h^77 
-I'- 
ll— IIf#P,tltHL- 5 pf^Jtt^s c (Fv) 2 i^HM'tLO. 0 2 % 
T w e e n 2 0 Sr^tf 1 0 mM J} ^^BMW., p H 7 . 0 "C^Mtftl bfc^-f Kp 
W^^h*7A (BioRacU ^-f^I) jC^JnU P^lf^?# 7 

K£»ffiLfc a #if|^SDS/PAGET^fU ^fao^P^f-K^f 

(fHIg) HL-5 s c ( F v ) 2 ©£VHEI 

^-Xm-C#btLfc#®^^^:^^etL Centriprep-10 (MILLIPORE) T?*MIU 
25 0 . 0 2%Tween2OWO.15M N a C 1 ^tf 2 OmM ittfE 
p H 6 . 0 WUHfc UcSuperdex 20 0*7A (2.6X60cm, 7 7- 
fV^%/T) \Zfaftti 0 HL-5f*^-7-Hti}^ s c (F v)HL~ 5^:t>*s 
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— v<dv <£>r^ /wmmkft 5mu&x*htit£, ^mm^—^ 

6. 10 mMs cF v<HL-5>CQ^4^—RXJ i s c (F v)^(DffiW.W-&mf± 
MM 

ftM^tLfdMAB L 2 — s c F v < H L 5 >©^?- &t>* s c (F v) 2 <7)fc b 
Integrin Assosiated Protein (IAP) ^Jl^^l^^I'J^i-^ jfc 7n-f 

^ (hIAP/L1210) XtettMk UpCOS 1^* — $r b7^7x 
^^3yUcL12 10» (pCOSl/L12 10) 2X10 5 fil^ 1 0 » 
g/m 1 ©If^MA B L 2 - s cFv<HL5 XD^V^— , MAB L 2 - s c 
(Fv)„ LT^; ^ n-t/«MAB L - 2, IMitUvr) 

^IgG (Zymed #M) 7k±&£~CW y^A^-;/3 yS^ll^t, 1 

OMg/ml©-7^aFLAGfift (SIGMA *fcfi0 tr^Px.fc 0 ^V^a^- 
a XRT*i5fci£©^x F I T CMm&i"? V* I g GtfiVf (BECTON DICKINSON *±M) 
SrJnfcfca M£W y^a^<>- -> 3 i'R-tfife^©^ FACScangl (BECTON 
DICKINSONS) ^T^^SSrM^bfCc 

^T©l§^s If MM A B L 2 - s c F v <HL 5 > CD^V v-^tfMA B L 2 - 

s c (f v ) 2 teh i ap/l 121 ommz.!$mmzw&istzz.b\z.£V)^ s c f 

v<HL 5 XD^^^r-RXIs c (F v) 2 ^b h IAP|^ LTBfJV^fntt&^rr 
(04 2) 0 

6. 11 tiscPY<HL-5>g)^ v-RtF s c (F v ) , Q in vitro 7 
aft hrv^Mi 

ilUMABL2-s cFv<HL5>©^v-^s c (Fv) 2 l'OV^ 
t h I AP^at^^AbfcL 12 1 OftSJfc (h I AP/L 12 10) &TJ*fc h 
&]&m%m&ffiCCRF-CEM\zMi-%Ttfh — ^fi^ffl^Ann e x i n 
- V (BOEHRINGER MANNHEIM #M) %k&\Z. £ V |fe£f bfc Q 
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h I AP/L 12 1 0|fflJ3£5 X 1 0 4 Mh 5 C R F - C EMliJfi 1 X 1 0 

s l®Kl, ilMAB L 2 - s c F v<HL 5 >(D^4^ — % MAB L 2 - s c (F 
v) 2N i: IT*; ^ o-t/«MAB L - 2 , BH4*HSi: LT^** 

I gG^WT«U 2 4 H0:f#» Lfc 0 ^<75@u Annex in-V 
5 ^^fTV\ FACS c a n^g (BECTON DICKINSON *±M) ^T&^M^M^ 
LTCo -^^JH:, MAB L 2 - s c F v <HL 5 >©^-7-MMAB L 2 - 
s c (F v) 2 f^h I AP/L 12 10, C C R F - C EMOp»^t tTiSt 
^^KMrn^^m^ l,1t (|4 3) 0 £ (DWm, MA BL2-S c F v < HL 5 > 
©^•7-Xt>'MABL 2-s c(Fv) 2 (i, t)i©*;^n-t/^MABL 

6. 12 ijfs cFv<HL-5>g)^Vv-Rt;s c(Fv) , (Z)$AI<|li^ 

«#ij5. 15riot, S^OlgOillfcs cFv<HL-5>©^V 
-r-RXfs c (Fv) 2 oiliL«iM^itfc 0 

-*ISft©MAB L 2 — s c (F v) 2 .&.t^MAB L 2-s c(Fv)<HL5 
>f«^L^^ofd 0 l£fc, MAB L-2^&/BWcM®?$C>^t>}3:£^^ 
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6. 13 jj s c F v <HL - 5 v-M s c (F v) , g)l: ft liv 

85:t>*6. 9fct#i, ffSUcs cFv<HL-5>O^Vv^ 
Wsc(Fv) 2 toi/^ ^o^jM^^l^Ufc,, A#:WfJ:«IIJ£M5. 1 
4 (3) Tff^bfct h-g-Mffi-^^^^^^rffiV^T. ^l^lfaJf'K^tfSs 

x<z>£.Wn$k&mmvtt a fit, if^©M^y^^II©f{t;^j:t>'4#0 

Sfefc i 19, scFv<HL-5>©^ ^—RU s c (F v) a ©'tftMR***SfliBi 

J^3o N ^^{C^oV^TH L - 5 s c(Fv) 2 ^> vehicle (15 0m 
M NaCl, 0. 0 2%Twe e OmM IWt, pH6.0) $><D 

0.01, 0. lXfilmg/mKDftiLT, &-5*&*0. 1, IffcSlOm 
g/k g fc*5i5 ^^^^tS#Ufc 0 WBSttv e h i c 1 e <D^£& 

L I SAia !)M«5. 1 4tf otlf Lfc 0 ^Ofgjji:, HL-5i£^l¥& 

* (HI 4 5 ) Ms c (F v) 2 i£#$P (84 6) #£StJ§ (v e h i c 1 e fg-^ 

HL-5itfs c (f v) 2 a>u ^vtffom^x^&ftittimmftR&^-tzz. 

^JSM7 fc hMPLl^tSt h^l 2B5©HiVflWLiViil 
ittp— *^F v 

7.1 1 2 B 5 HjVjil^ Fi-^jta^O«^ 
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©U^i^lJ 5 6 ) (Eur. J. Immunol. 1996; 26: 63-69) £rj$jj££ 

it-s r. £ Tisti- L7c 0 am bfcife^ga^Jtt-e^^n 1 5 b P ©a-— 7 ^ ^la 

m%W^>& 0 K4&(D3-V l/^-^" K (12B5VH— 1 N 12B5VH- 

5 2, 12B5VH-3 S 12B5VH-4) U 12B5VH-1 

#f 5 7) W12B5VH-3 (M^m^ : 5 9 ) >-*^T\ 12B5 
VH-2 (m^m^r : 5 8) W12B5VH-4 : 6 0) 

•fe^^inj^-e^tv^bfco #£>riw-y wtth^tMDftffim 

tiUrs/ty^U £^fc|£ N ^MHlT^-l'^^- (1 2B 5VH-SXV1 2B 5 
10 VH-A) BPi, ±-&<Dm&ttmiRl'1t.6 fc*3 % 12B5VH-S (ffi^J# 
6 1) f«^7 ^ -7^-1? ]J -^ia?IJ© 5 ' «t^-f ^ D ^ X b J.o 

Hind in mmmmmmmwzbmz^^yfmw&^&SK, 2B 

5VH-A (Sa^IJ#^-: 6 2) ftt^7^-7-X*HlVi«©C«^3 - F 

15 i mmmmmwmm&ft>-D <t 5 ^-t^-eatim bfc 0 

P C RMffl. 10 0/ill^ 5W©10xPCR Gold Buffer lb 1.5 mM 
MgCl 2s 0.08mM dNTPs (dATP N dGTP, dCTP s d T T 
PK 5 ■— r --— y f> <DD NAtK U "7— if AmpIiTaq Gold (£*± PERKIN ELMER %£:$£) s 
2. 5/iMfo<Z)^ty^^^Kl 2B5VH-l~4^f U 9 4°C 

20 ©USjllfcT 9 ^ffi^: bT^ t 9 4 "Cfct 2 5 5^X2^X^7 

2 °C\Z.X 2 ftffltD^ ^ A-£r 2 nWM bfcf^, 1 0 O p m o 1 e -fo ^7 
1 2B 5VH-SW1 2B 5 VH-A^tJBx., $ fe^9 4°C^T3 Ofj> 
m, 5 5°C^T3 0fj>mRXF7 2°C\Z.X ±ftm(Dy-J ? 2, 5MUfcix 
S^^Sr^fc 7 2 °C-e 5 ^-^W b7t 0 

25 P CRMii 1 . 5 %m$k£kT33T2--^s?7V (Sigma #M) Sr/gV^M b7c^ N 

fUPW^B a mH I RUH i n d III Tift U t hHiM^^^HEF- 
g7 l(C^n-^y^U Co DNAiB^lJ^©!, IE bV^DNAiB^J^r^i - ^ D 
NA^^tf^^^^ FtHEF-1 2B 5H-g y 1 b7c 0 
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£ bfcV HEF- 1 2B 5H- g y 1 £rffj!llW*E c o R I ftkWCB a mH 
It«U 1 2B 5VHST3— K-f-Sat^SrWJSbfe^ UFabHl^ 
^^-pCOS-Fdt#AtpFd-12B5H^#fc 0 frfe, UFa 

tfDNA (BB#!##6 3) SrP C R^^V^fSLfc^ Wfonm&gs<# # 
p C O S 1 WAt 5 r i fii Ifc^^ t bHimtfiHE 

F-g y 1 ^ili U ±IB^P«©^T^Tat^©ii*sSrfTV\ Hfcfr:^ 

10 tFBamHI ffi!^Xm£?[|£r^ri-£ <£ 5 ^i^ff LfcGlCHl-S 

64)1:, ^^-T^— £ Itt f«HitWCHl K^^y©3'jg©DN 

Kv*3«ttKB g i ii mmmmmmmiL^-r^ £ $ t^ttfco 1 ch i -a 

15 /7^?FHEF-12B5H-g7 lSVpF d-1 2B 5Htt*tl5ff 

tMi2B5 H0nr^^^mssa^Js.t>*T ^ ymmm%m&m%- : 6 6 

7.2 1 2 B 5 LlVjl^J- Ki-Sjtt^(Z)«^ 
t hMPLt^tSt htfifcl 2B 5 L^V^Sr = — Ki~53t^^ BE 

3t^©ataaa^tf (fa^j#-§- 6 7) &/bv\ ^©5' t h^at-e^ 3 d 6 

20 (Nuc. Acid Res. 1990: 18; 4927) &3&<D V — WM (SB#J##6 8) &iS*£ 

^-ClSltbfCo iSthbfc^«^Jf*_h|B^IWI«^^tb^l 5bp©t 
w_^— ^ ^^ia^J^r^oJ; 5 \z4^(D^tV K (1 2B5VL-l s 

12B5VL-2, 12B5VL-3, 1 2 B 5 V L - 4 ) U ^ttl^fr . 

#j&Lfc 0 12B5VL-1 (K#|#-J§- : 6 9) Rtfl 2 B 5 VL- 3 (IE?U# 

25 f : 71) fi-fe l^^WM^ 12B5VL-2 (@B^lJ## : 7 0 ) 1 2 B 5 V 

l-4 (ga^rj#-§-: 72) ter^-fc^K^iSr^ru #-a>j5jw- y =r* ^ w-^ 

Ktt-ttL-etLOffiWttHlJ; DTyty^P £it:7cm. ^Mftl^'f (1 2B 5 
VL-SM12B5VL-A) ^g©*£r?«ri«ISLfc. fc*5 % 12 
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B 5 V L - S mnm^r : 7 3 ) KM^? 4 T' — T? U — SE^lJcD 5 ' 

^p^xu ioHi nd in fflmmmmnmH}t£tbmz.=iiF 

*fcl2B5VL-A (1B^J##: 7 4) ii^^7^v-fLiV 

5 SS?Uft b t>l- B a mH I ft !ll£BMeSgtt£?lf Srfto J; 5 fc^tL^jSW- bfc 0 
PCR£0£f±±lB£R|;«fc:frV\ PCR»ftl. 5 %fgifc,&T;*f n — 
(Sigma %M) Sr/BV^Kbfcft. fflflSBPXB amHlM ind III "C^b 

ft, IEbV^DNAia^JSr^■i-^DNAifjt^tf7 0 7^5 MEF-12B5 
10 L- g k bfc 0 jfrfj*. % FHEF-1 2 B 5 L — g k \^-£frl%mWj& 

i 2 b 5 L^v^^^sia^jTOT s; ;mm&&m&m%- 1 5 ^-r 0 

7. 3 Si^l2B5-^lF V (scFv)^l 

StUjnfc 1 2 B 5$rC#:— ^:^F vftl 2 B 5VH- U 1 2 B 5 V LOWS 

i:U ^vc^mztefemRXfffiM&mMlzi-Ztc&lz.F LAGgB^fJ (S2^J# 
15 f : 76) &ftt^3£fc bfc, £ kK^ P ^-^(G 1 y 4 S e r) 
3 0 157^yi^f,^5!Jy^E^V\ «12B5-*|Fv (sc 
1 2B 5) SrWIgLfCo 

Ki-sate^f* i 2 b 5 Hivt^, v i 2 b 5 l^v^st 

4 7{cm^^^i- 0 mm&l 2 B 5-*f Fv^S©fcfet6fi(Z)PCR7° 
(A~F) Sr^LfCo 7°^^^— A s C^Etei?:/*!^^ 
25 ^7^— B, D^t^F^T^^^^Sa^'J^^i-^o 

H^Vfl^OTc^OHir^-T 0 ^^-^— 1 2 B 5 - S (7 s 7 >f -V' — A N ®E^(J#^- : 

77) h#i y — mm<D 5 * -f v ?4 x lio e co ri mmm 
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H J 3 (7°7-r^— B, gE#f##: 78) tt N H*V*«OC5l5«*3- KtS 

DNACA-f ^ y X-f £ J: 5 fcim bfc„ 

9) f±. y y*-©N*^^n- Kt5'DNAIW/!J ^XtloHlVf 
5 J$©c — KtSDNAit- y yzf-FZ «£ 5 teKW-Lfc 0 — 

©fcfe©i^7^v-RHuVKl (7°7^-7- D, IE^IJ#-S§- : 8 0) JJ 

10 8 1) iiLiV«©N*S^3-Kt5DNAiW7 1, !J^Xt5j:5ti 
ffb7t 0 LiVt^t^Cf^^^l 2B5F-A (^y-f-^-F, @S 
#!#■§• : 8 2 ) f± N L iVf^© C 5fcflg£r 3-KtSDNA 17* U X b 

IoF LAG^7"f KSr=i— Ki~6ffi^J (Hopp, T. P. £> % Bio/Technology, 6, 
1204-1210, 1988) . 2 ^<Dfe^#jh 3 KX&tW o t I lWIKI**»ttaWfi:&*"*- 

15 5 «t bfc 0 

P CRSPgfclSSVvr 3-o©a&A-B % C -DME - F £f?V\ ^Lt 

lJ—&m^^fc^mi&l 2B 5— ;fc#£F v& = — K-t-5^k*DNASr*|Mib^i ($R 
20 ~PCR) 0 ^C*3 % I-PCR|:t3V^(4, Sififel2B5HiV^3-Kt 
5^7^?KHEF-12B5H-g7l (HII^J 7 . l%#i), Gly Gl 
y Gly Gly Ser Gly Gly Gly Gly Ser Gl 
y Gly Gly Gly S e r P V*HB«*a-Kt5DNA 

ffi^lJ (gB5U## : 8 3) (Huston, J. S. fe x Proc. Natl. Acad. Sci. USA, 85, 
25 5879-5883, 1988) ^T'^^^U'p SCFVT7-hM2 1 (t hSMfc 
ONS-M2 lftft) (Ohtomo, T. Anticancer Res. 18 (1998), 4311-4316) > 
&Utftm$,l 2 B 5 LiVii^a- K-f 5^7^ 5 KHE F — 1 2 B 5 L — g 
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H— P C RWcP£<Df£Wi 50w lfi % 5/zlcD10xPCR Gold Buffer II, 1 . 
5mM MgCl 2> 0.0 8mM dNTPs, hODNA#!J^7- 
if AmpliTaq Gold C£i._L PERKIN ELMER *±$9 s 1 0 0 pmo 1 efoO^'f 
0 0 n g O#ilDNA^f U 9 4 < CO«gfcT9^L 
5 Xykfc 9 4*C^T 3 0#W % 5 5tl!:T3 0#iSXt;7 2 , CtTl^M©t^^ 

PCR»A-B, C-D, Rt> v E-F»^-p CRtTyt^P L7c 0 
IZPCRICfcV^, Mi tT 1 ^ 1 ©i-PCRSaA-B, 0.5^1® 
P CRKJfc^C-D^tFl ju 1 ©PCRSJ^feE-F, 1 0 n 1 <E> 1 0 x P C R 
10 Gold Buffer II. 1. 5 mM MgC 1 2 , 0. 0 8mM d NT P s , 5^=^yh 
©DNA^U^ =7— tf AmpliTaq Gold C£1JL PERKIN ELMER #M) £r^i~5 9 8 
V lOPCRil^I^ 9 4 t©HJifiS^T 9 ^f B H LT^t 9 4 < Cl:t.2^ 

^lOOpmo 1 efo(D7"7^v- A&tfF «: ^LT9 4°C(CT3 

15 0 #Ffl. 5 5 °C^T 3 0 fpmRXl 7 2 °C^T 1 ftm^^ V ?V& 3 5 HIM L7c 
KJfcm&mZ: 7 2 °C\£X 5 #P H «& Lfc 0 

P CR\Z J; 19 ^CfcDNAHfK-^ 1 . 5 %i&mM,T ^vt—^^/U^m^XW 
IU E c oR IR0No t I -eM-fkb, #btLfcDNAif)t^P CHO 1 
^-fej;0pCOSl^^- (W8-2 5 5 1 9 6) ^n-=;/^Lfc 0 
20 ^\ *M^^-pCHOUt DHFR-AE-r vH-PMl-f (W 
0 9 2/1 9 7 5 9W EcoRlMSmaI»i!)Mfif 
&glJ|5£U EcoRI-Notl-Ba mH I Adaptor (S:M5tl±M) 
SrSSTf-Sr £fc:,fc <9#^bfc-<^^-T^§o DNAia?U^©f s f¥$|j& 1 
2B 5— v<7)7£LV^X~> /®ffla?IJ£=i— Ki~ 6 D N A|ffJt^tf ^ ^ 
25 K£rp CHO- s c 1 2 B 5Wp COS-scl2B5 bfc D ^-7°^^ 

5 KpCHO-s c 1 2B 5Mp COS-scl2B5 fr^^S??^ 1 2 

b 5 — ^f v (Dmrnm^iRur * / m^i^w^m^ • 8 4 ^-r„ 

7. 4 mmmm&m\^& i 2 b 5 fcw- ( 1 g g. Fab) %tj*— ^fv/K 
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1 2 B S^lVf (IgG, Fab) 2 B 5$rL^£l^O— v (/K U ^ 

K) iicos-7 Mxte c h o « %m v £ ^ It o 
COS - 7«ajaSrffiv>fe— iStofca&^fatfc© J: 5 fcLTfrofc, -ffc;b*> N 

5 Gene Pulser agg (BioRad |±^) SrJBVVfc ^ l"* b n f 3 «t t> 5t-(£ 

ftAlfc, 12B5^(lgG) ®»3SfcttStriK©3S5i-<^^— HEF-1 
2 B 5 H- g y 1MHEF- 12B5L-g K ^-10/z gTo£r s 1 2 B 5 F 
a bJIf-H* ©3S^fc ttp F d - 1 2 B 5 HiHE F- 1 2B 5 L- g k#1 0 jii g 
i*o£r N — ^:^F vO^ittp COS-scl2B5 (10/ig) ^PBSC 
10 KUcCOS-7« (lX10 7 |S^/ml) 0'.8mUCl^U 

Hwfjpx., 1.5kV N 2 5 itFDOlFit ttl^T 1 O^W 

M^tftSDMEM^ (GIBCO BRL tfcfij) ^P^tit* Lfc 0 
»*PBSt-0»U £ feJ^J^fitiffiCHO-S-S FM II i#«#Rx., 
15 KJjgftS b/Co *g*±*Sr«iC? L|0M##l^^ Ufc«v 0 . 2 2 ,u m 

12B5»|0-*|Fv (#U^K) ©tltTOCHO 
jWUa^Sr«fS£"f-Sfe& % pCHO-s c 1 2B 5 * — ^T1B<D i 5 \ZLC 

20 Gene Pulser (BioRad *fcfil) ^fflV^7c^W^ fP^W^gV 

£fete:<fc «3#S^*-fcCHO*BJtete#ALfc. MISBI^P v u I T?mteU£#[ 
ftlcLfcDNA (10 0 jag) tPBStC«tfcCHO» (lxl0 7 M/ 
ml) (DO. 8m 1 Srift'&UfcfcOSr^s^y MnJlI 1 0 #WM£ UfcSL 

1. 5 k V, 2 5 n FD'©|!i|:T^%4tfc, MLfcT 1 0 ^|W«>|h14K»IM 

25 ©t, bPjKi/- i/B >%mtstitz.mj&%, i 0%©t7v-j3^jfiLtt^^r 

t5CHO-S-SFM II (GIBCO BRL *±$SD KJJPx.*&* Ltc 0 fi2 0ft5 
nM ;* b hW-h (SIGMA #M) ^b^l 0 % !7 ->Jl^lfiL?ff Sr^tf C H 
O-S-SFMII (GIBCO BRL *±M) KTJgF^bfco ibJlfc^P-yiMV^ 
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nM^ h hl>"*-V—h (SIGMA *±M) ^tpMl^ffitit C H O - S - S FM II 
(GIBCO BRL #M) \zxmm&. i#*_Ut£r*^ 3*'C?#*fc: £ D M^StI^ 

5 7. 5 CHQ$BJ1&M£<7) 1 2 B 5 ?MgF vOjl 

7. 4T#£>2x/tl 2B 5— v»^CHOS^*Oi§i6_b^fe©fflf 
Mte, SFLA G*rC#:i7 9 -^tWl^iS* 7 A \ZL X V) fto fc 0 
(1) JiFLAG»7A 
i##_fc?#?3: N PBS T?5p^b Lfdft FLAG M277^ >f —f>V (SIGMA 

mm (pH3. 5) *C*9Afc!RjtbfeSeffS:*IUL^:„ ^fcBM^ttx mm^m 

•hiziMhv xmmmm (ph 8. o) &m?tx*mistz. a sds-page-c 

mttiffift&fttifl,, — #$|F v&Vtm$tLltm& : &: Centricon-10 (MILLIPORE |± 

15 (2) £Vv4IjB 

(1) ©«Wt?l£f3: N 0. 0 1 %Twe e n 2 O^tfPB ST'ff ftbfcS u p 
erdex200#^A (10x300 mm, AMERSHAM PHARMACIA QM) 

scl2B5ft2o©t^ (A. B) |^tlT§ffltfc (04 8^tl) o 
20 W^-A, BSrl4%-SDS-Ji«P7^yA/7$K^iV^ffLt. i^V 
7°/W%3l5nM^R. WWiHUX&mV, Laemml i 0^^3p CTS^^clb^ 

^ Pf#A N BV^-rtL^3t7^^J<D»<^^ril}^:P^^-f, JE^Sti:^-?*^ 3 
1 kD(^- K5r4-*.fc 0 S^AWB^Superdex 2 0 0 PC 3. 
25 2/3 0 (3.2x30 0 mm N AMERSHAM PHARMACIA tfcJS) Wc-^WStil^ £ 

^ATtti^ft±O^I^4 4 kD N pf^BT?fi|^2 2 k 
D^ttl^tLfc (1115 0 a2Wb£r#Jf) 0 £tJb©*t*d»6> N ®#Ali s c 1 2B 
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7 . 6 &m—*mF v COT P Qj7 dt^x hm&Offlfe 
tMPOgffr (MP L) &38^1-5B a/F 3 5HB/IS (BaF/mpl) ie:*fi-5 if 

B a F/Mp l*BiaS: % 1 0 % ? v-flftjElfoJt (HyClone #M) ^tfRPMI 1 

6 4 Omi& (GIBCO %fJS) 2 [H$g# LTcO^ 5X10 5 $fflJ&/m 1 OjpWJ&fl&A 
fclfcS J: 5 bfc„ JtMPL-*i^fcttt MPO (R&D 
Systems *fc®l) jgii JC*3R U iB»^$C 5 0 /z 1 te^WfcSfcfifc M 
P 5 0 m 1 SrJDx.T 9 6 T^-f ^ n ^zc/l^Zjg-T 0 ^— f (Falcon *h®0 
I'^ftls C0 2 ^^^^^- (C0 2 IS: 5%) "C2 40#^it#Lfc o * 

atu w s t - 8 tarn (^jwijiasfeajewiK sf : •r^^^Tx? *±®d & 1 o ^ 

1JBX.S SC«^3t!ft3fc3fcftfh SPECTRA Fluor (TECAN *k$0 SrffiV^SU3©ftft4 
5 0 nm v ^BSStJ&e 2 Onm©|^|j£Lt C0 2 ^f^a^^- (C 
0 2 jft£: 5%) ^?2^IH>r^a^<— h U7t# N SPECTRA Fluor &/BV^I?£il!f 
j£3&^4 5 O nm N »I6 2 0 n m<£>®3feS£:SH5£ Lfc WST-8« 
^jfiHiaafc^JcS: DTStS 4 5 0 nmtf^&SJS&Mi- 5 2R*|Wa>R}fe£ 
gfc&l&KteB a F/Mp 1 JiJfi^SrfHffibfCo 

2 B 5tn[#:^. : ?-*»m***:COS-7«IJia©i&*±»SrfflV\ MP L 
t^fST^^ hiBteSrSB^bfcjIfc*. HI 5 1 te^i-J; b \z.ffimffi<etUm$- 

ttTfeS 1 2 B 5 I g GT'ttlTOWtMCJb Wfe b^T P 0«©7 
rf-^ hf&tt^LfcCO^U (ED 5 0 ; 2 9 nM). ^^lB{fctf s Hifli-?fc 
5'l2B5Fab ©7^ f^tttt^sffrfcSSV^^-C&ofc (ED 5 0 ; 3 4, 

7 2 4 nM) 0 -^tU^U Fab i: l^fct^^gMfctf*— ^ F v 
(s c 1 2B 5) (C&V^TteED 5 0 -fC^ 7 5 nMi:?iV^7^^ f^tt^fgfe 

c 1 2B 5(D^S^MSb7c|g^ (^/-^-) i-ftfls: 

i:%^.e>tb5^f^8gje>btb^: (121 4 8 &&m)„ m^Ts ^yv-t^ 
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cl2B5^Mtl¥ib (H5 0^:#RSJ, ^hb^MPLt^fS 
T^-X h^|4§rSiJ^bfdtm> 0 5 l$.t>*5 5Ulscl2B5*; 
^--C(4ED5 0-fjt^4 4 3 8. 7 nM^ C O S - 7 «<^i#*JL^fMV^7c^m 

5 ^^O— T^^F v (scl2B5^ ) "t?fi— -fiffiO s c 1 2 B 5 \ZL3$ L#S) 4 
0 O-fg^T =*':=.;*. h?§tt^^bfc (ED 5 0 ; 1 0. 1 nM) c ~{ffiC0 
-*iFvTfth MPO/£P>^l 2 B 5 I gG©7^-7 h^tttlH^^b 

io msDffim&tftpji 

01. tMgGl tntffctf^ tMAP &3§5&-t~3 L 1 2 1 0 ftBjft ( h I A P 
/L1210) to^#LftV^£&^c1-:7n-- *M bP-©^/TtiT' 

HI 2. ^7MABL-lftM fc h IAP^gtSL 12 1 0« (h 
15 IAP/L1210) £ W7n^ h V 

HI 3. ^r^7MABL-2^^ t M APOTtSL 1 2 1 0« (h 

iap/l 1210) tSr^i-^n— ^-r ^ by-©^ 

0 5. *38M©-*«Fv*a-Kt5DNA^ ^JJi^T^m^S 

25 0 7. ^»I5. 4^&btl1t?^X*^ny h<Dft&&^-tm&-T?%>% 0 
fc&lJJ; <9, — (±^b 97.4, 66, 45, 31 s 21.5, 14. 

5kDa^f), pCH0 1iACOS7»jf*±t> pCHOM2|A» 
mm±m a P CHOM2fAttJt*±f tS«^MAB L - 2^-*lF v 



WO 01/79494 



PCT/JPOl/03288 



62 

0 8. nybn-;Vi:LTOpCHOl/COS7 ©feifrtt, = 

^hn-^i LT©p COS1/L121 OiJfitS^l^^i^t7n 

5 ®9. MABL2-S cFv/COS7«Jti±i©ft^t ny^n^ 
i: UXcDp COS1/L121 o«^(i^u^v^i^^i-7o-i^-f 

01.0. nyfn-^HT©pCOSl/COS7 ©ii^tt, h 
IAP/L1 2 1 O^fC^LftV^ i^7n-W M h^^lt^ 

io ^i-0T?fcS o 

011. MAB L 2 - s c F v/CO S 7»fif«±»©^#l4, hIAP/L 

0-efe§ o 

012. ^If!) 5 . 6 X*?FirC ompetitive ELIS A©jjfe^£^i- 
15 0Tfc«9> *^0J<D— *^Fv (MAB L 2- s c F v) <D^C^?£f4£r. =* 

^ ^-/^ LT©p CHO 1/COS 7$»&#ir?iitb3!£LT, -^^^^E-y 

013. »(5. 7 ©TtK !5 , nyfn 
—/^t LXCOp COS 1/L1 2 1 0 iBJUtateU^ fn-^i LTWp CHO 

20 1/COS7 »J#»JL?jf #L#:teT^ ^ SrfliS r. h 

014. »J5. 7 ©7^ b-i/7MM©f I ^MT'fe !) , ^y^n 
— LX©p COS l/L 12 1 0 ^fflfi^^^^ MAB L 2 - s c Fv/COS 

015. mmm5. KDr^Y—iy^mM9)i^(om^^-tmx^^, hup 

25 /L 1 2 1 OlBJS^te. 3yfn^tU©pCHOl/COS7|pifilt*i 

016. Mis. 7(dttk b—isxwm?Am(D%sm&7F-tmx*&t) s hiAP 

/L1210 ^a^}-^)- U MA BL2-scFv/COS7 lffllSJ§*±?f ^L^^ 
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mi 7. iti5. 7<dtt$ h—: '/xmmi&j^ffi^z^-tm-vfov > ccrf 

-CEM»^t&, 3yj>n^- ,vh LT©p CHO l/COS 7 M;i#^Jtr?i£i; 

5 HI1 8. 7<Z)T*° b-^^M^^^I^m^r^i-ISl-efe^. CCRF 

-CEMttl^U MAB L 2 - s c F v/CO S 7i«t±fKft^^l 

01.9. mMM5. 9 (7) C H O ||JfiS4©M A B L - 2 ^i^S F v O 

It^^^^V^T. Blue-sepharose # 7 b ti/c®^Sr^-T Kn ^ 

irLT®^A, I^B^^tlfcri^t. 

H2 0. ^ffiM5. 9<D (2) -e#fett7c®^A, K^B &£oV^^7l4IiiK: £ 

mm b7t^m^r^i-i2iT?fe d N H^A-r^^tt ±<Dft^mm 3 6 k 
synm 7 e kD©{iitiit o -^^ (-^n^tiA 1 &t>*B 1 ) $mm bfci 

15 £ £r^1- 0 

El 2 1. H10ij5. 9©CHO»14©MAB L- 2trC#:S5fe^— ;fcf(F v 
ftMiim^:fc^T#fetLfc®^£r SDS-PAGE "t*&$f b^H^fe 9 „ Mfhlb 
^M.m3 5 kDi:|- c7)^>-K©^-efe^^ b&^ir 0 

HI 2 2. CHOttI4©MAB L - 2ftfrS*©-*iF v ©illCfeV^Ti 
20 fe^fcilf^-A I ^tKB I &<$f/M«jSfc:«fc t> ^tfrLfc^^^i-lH-efe 9 s ®£-A 
I W^e/-^— W^B i te^V v^b^^ri 

B124. ^&i#j5. 1 2©«a)iai4©MAB L- 2 ^E^tD— v 
®25. ^5. 1 3(DT7$h-i/xmm.Mm(Dm%k%7jkirmX*hV), hIA 
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P/L 12 1 OJSBI&mtt^ =i> b n—;Vb IT©-?'?^ I g G^tftfiTtf V 

HI 2 6. 5 . l 3cdt?$ h—: ^«tjBS6*©3l§mSr^i"BI"e& D N hIA 

P/L 1 2 1 OjRHI&teiafrU CH0»14OMAB L 2 - s c F v P^-r—fr 

HI 2 7. 1 307^ V^»jBS6*Olt*Sr^i-BI^S)t)s hIA 

P/L 1 2 1 OUBI&^U :W§§ff«j^£<^MAB L 2 — s c Fv^^ 
»*>£T^h'— -^Sr«|jB-t-«i irSr^-T (ft«^3/z g/ml). 
028. IIM5. 1 3©7^ i ^ffjfiS&*03l$***i~S"C*>?JN hIA 
10 P/L 1 2 1 OjSBifiKira^ CHOifilMAB L 2 - s c F v^/ v-©7 

/m 1 )„ 

0 2 9. 1 3(DTtf h—i/Xffim%l%:<DW%:&7F'tm-Vh\). hi A 

P/L 1 2 1 OJRHJI&fclWu ^HIil&i40MAB L 2 - s c F v^E-/^— GOT 

/ml). 

0 3 0. m$foffl5. 1 3<39T^ ^f|jB8(F*©lt^Sr^-f-Blt*&l3^ hIA 
P/L 12 1 OjRBfl&fclW^ ayfn^;i/t LTOv;)^ I g Gi/L^te^LF LAG 

20 ml) 0 

03 1. Hi£M5. l 3<75T7Kb— ^»jaSd*olS*S:*-f-|a"X?S>!3s hIA 

P/L 12 1 OSlWJiajcStU CHO«[j^OMAB L 2 - s c Fv*/^ 
j||3Mg/ml) 0 

25 032. t b^ffimmm&K?MM2 %mUVf^VX<D!km t P<DK b I gGi 
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0 3 4. MAB L- 2%ifcmm<D 2 0©Hi Vf W 2 O© LiVlt^tf 
[s c(Fv) 2 ] SrSSm-TS:/?*? K©— #J<z>4S3t&*rt- 0 
5 03 5. [HgQ - [Li] ir^SJ; 5 fcV|H#«:3ft[$U lo^pp^w. 

03 6. H L ^ ^ 7°®# !J K©» J: t>'^/f F y y*-©7 5 / 

03 7. [L#] - [Hf] £ft5£M-V^&5gf£U io^fKPy*- 

10 m/^scFv (LH^7) 5 KO— MCDM^TF-to 

03 9. WJ6. 4 fc:*3»t l^n v =r^ ^Jf<Dffi%z$:7jk-i-m-Vh*) , 
2<><DH&vmmRXfi2^<DLmvm&&^t!&Wfc#s c (F v) 2 RXm* (Dg: 

15 -^(O^ff- K U ^*-*f tSMAB L - 2$i#: s c FvMUV^ii^ 

04Oa&tKb. 3 (1) tXPlLfcCOS 7 MJ#il±?t V V 

fc7n-t>f h y — <D i ^$k%7F-tmx>ih s s^©ft$©^-/f — 

?:tt5MABL 2 - s c FvMs c (F v) 2 (^ t b I APi^ltlV^ 
20 tt^ft5ri^f 0 

041. H»jj6. 6©T5tf i ^*»t*»*©*&*&^H^fc!3 N scFv 
<HL3, 4, 6, 7 N LH3, 4, 6, 7 >Ws c (F v) 2 iih I AP/L 1 

210 ftii&tctt ^xmmtemmfz&mm-t-z r ^ £^i- 0 

04 2. Hli6. 1 O<D$tJ®^fF#O^^r^i-0"efe'9, scFv<HL 
25 5 >O^V^-^.tKs c(Fv) 2 ^tMAPiI^Uil^i»ft5ii/T 

-To 

0 4 3. MMM 6 . 1 1 (D in vitro Ttf? h — ^XMBsJl^ffiM^lrmXh V , 
MAB L 2 — s c F v <HL 5 >©^^-&I) ! MAB L 2 — s c (F v) 2 «h I 
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AP/L1210, CCRF-CEMfDWiMmKM^Xm&^^m^^m 

04 4. t ffil»tKPMM2 Sr^tb7t^^^tC*3(t« fc h#Mffi(-i 

5 v<HL-5>^tJ«s c (F v) 2 ^KPMM2«^)li5it«r#^^3S<«lJLXV^ 
6 £ t Sr^i~ 0 

04 5. K^ttm^-^^^(^^#0#:§r*b-r*3l9, s c F v <HL- 5 
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04 8. »J7. 5 (1) t?#btlfc#12B5-*«Fv^ ^VHSiiifcJ: 
•?»»lLfc*|*^-f-BI*C*>!3x s c 1 2B5T'ii2o©tW (®#A, B) 
15 ^^^rc^^r^-To 

04 9. 5 (2) ^M^AfciVB^SDS-PAGElC 

15 0. »J7. 5 (2) ^H^Afcit^BlrSuper dex2 

0 0*7A|:± 9##f UfcjU&fll&^U (a) pf#AT?ttjW>tti:<D^*l6 4 4 

20 kDfc, '(b) H^B-?I^2 2 k D©te*^g|tf— * tf3?§ffl £ ftfc £ i: ^i~ 0 
051. scl2B 5M1 2 B 5 (I g G, Fab) ©TPOlT^ 

h&l4©a^I^^ U 1 2 B 5 I g GRt/-|lii-*iF v ( s c 1 2 B 5 ) 
te> iSMWj'TP 0«©7=?=^ hfiH4Sr^rt-S i t ^r^i-o 
0 5 2. s c 1 2B 5^/^tf^v-OTPOl7^^ 

25 *tr*U — ffi^feiM^^Sr^o— Tfc^F v (scl2B5^-?-) J3— 
Iffitf) scl2B5J;t9^)40 0{£J^_k^T^.x b^f4£r^U ^©SS^fifc 
bTPOir[H#tib< ^fiU±Xh &Z.t ^m~t 0 
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t/^lU5 5r^f^^f Ltfc!5, ^fcftflc^ (who 1 e I 
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5 . fBttoafcS&ftfro 

3. 'P?£< t t imSl±<DT?. /^e&S^T 0 ^ KJJ — T? 
£> 5 s 1 * fc f± 2 fB#©afc3Etftffc„ 

4. gfc^&tf^ 1 o^HiV Wt>* 1 o© LiV«^tf-*iF v (D 

10 5. afe^flKAS. 2 o©HlV Wtf 2 OO Li Vfi^tf-*i^ U ^ 
^ KT'feSW^ 1-3 ©vvfKa* 1 ^fcfBfcoafclESWfc- 

1 — 5 ©Vvf 1 ^-IB^^afc^tifco 

15 mmfto 

i~7 ©vvf*ta> 1 «te3B*&©&3Ein;#„ 

tt^js i~8 ©v v^tL^ i ^jciaifcoascagKfro 

20 10. jHBJS*®^^ jxhtJ*^;/ (EPO) bny^xfy 
(TPO) g&ft:, Iif3 0=-j|ilj|i|f (G-CSF) ^mPf, v^D77 
^an^-lig^ (M-CSF) S^ft, W&M^? u? r—^^v 

mm* (gm-csf) ^mw-, mmmw^ (tnf) j^f—nj 

(IL-l) ^mfc, — v^f*^- 2 (IL-2) 4> 

25 ^ — (IL-3) ^^'^^^^^-4 (IL-4) g§ 

#: s 'f^- (IL-5) i/^ — n-Y 6 (IL- 

6) ^mW-, (IL-7) A — ^rV— 9 

(IL-9) -f V* — n^V- 1 0 (IL-10) ^5g#\ -fy^- 
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(I L — 1 1 ) S^^ s -i — xi A 12 ( I L - 1 2) 

-O^ — n^^y-i 3 (IL-13) ^mPf, 4 i/$ — n^ 1 
5 (I L - 1 5) ^y^^7xny- a (I FN- a) >f 

-7xny- j3 (IFN-jS) ^^Pf, ^y^-7xny- y ( I FN— y ) g 

5 j^ftaf?/^^ (gh) -r>-^y^s^#:, ikmmm&MMm^- 

(SCF) i&L^Jh&iiOTT- (VEGF) Jh&iBJ&iimH^ 

(EGF) Ifg^B^ (NGF) g##\ ^li^WMH^ (FG 

F) ^mPf-, JfiL/J^S5feJt5tH^ (PDGF) f7^7t-5^i| 
5SH^-j3 (T G F — j3 ) S^ft^ £«3&£|&lh|I|^- (LIF) %M 
10 #:#^*H-^ (CNTF) 3->=iX?^^M (OSM) g3g#:*5j;tf 

Not c h7r ^ y — s*#:**e>3te*^b»iR*tbSUt^3S9 ^iBftoafcSE^i: 
ii. r=*=* bffsjB^ r^b— sx^fl^ M^^3:fcte»^bft*l 

ftf^ 1-10 ©vvftua* 1 3fi^|B*©afe^ftsi 
15 12. L iV W0H|Vli^ N ©^-y ^n— ?-/U^:#:S*T?&5 N ft 

^ i~ii ©vvma* i m\zmm<D$c^itiPto 

^ 1 — 12 ©V vf tLtf> 1 JS^IB^^^^o 

14. BWS5U~l 3©V^*i/^13fitzHB*^afe3ESift:Sr=i— KtSDNA. 

20 15. m^m 1-13 ©v^n^ i «tciajR©afeagtfi:fr^0^*t-stt**ieii&o 

1 6 . flfcjfcg 1-13 wrtifr 1 «fcfB*&©&£&fr&j^^5lfc£#o 

l 7 . lt*3S 1 — 13 ©vvf 1 3fitcfB«oaS:3EJtfr<or * b i: tt©f 

t t-tz —^m f v *v -r — ©^it^-feo 
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SEQUENCE LISTING 

<110> CHUGAI SEIYAKU KABUSHIKI KAISHA 

<120> Agonist antibody 

<130> FP1009 

<141> 2001-04-17 

<150> JP2000-1 15246 

<151> 2000-04-17 

<150> JP2000-321821 

<151> 2000-10-20 

<150> JP2000-321822 

<151> 2000-10-20 

<150> PCT/JP01/01912 

<151> 2001-03-12 

<160> 109 

<210> 1 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 1 

ccatcctaat acgactcact atagggc 27 

<210> 2 
<211> 27 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 2 

ggatcccggg tggatggtgg gaagatg 27 

<210> 3 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 3 

ggatcccggg ccagtggata gacagatg 28 

<210> 4 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 4 

ggatcccggg agtggataga ccgatg 26 



<210> 5 
<211> 394 
<212> DNA 
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<213> Mus 

<220> 

<221> CDS 

<222> (1) . . . (393) 

<223> pGEM-MlL. l~57;signal peptide, 58-394; mature peptide 
<400> 5 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct 45 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp He Pro 
5 10 15 

gcg tec age agt gat gtt gtg atg acc caa act cca etc tec ctg 90 
Ala Ser Ser Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu 

20 25 30 

cct gtc agt ctt gga gat caa gec tec ate tct tgc aga tct agt 135 
Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser 

35 40 45 

cag age ctt eta cac agt aaa gga aac acc tat tta caa tgg tac 180 
Gin Ser Leu Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr 

50 55 60 

eta cag aag cca ggc cag tct cca aag etc ctg ate tac aaa gtt 225 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val 

65 70 75 

tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga 270 
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly 

80 85 90 

tea ggg aca gat ttc aca etc aag ate age aga gtg gag get gag 315 
Ser Gly Thr Asp Phe Thr Leu Lys He Ser Arg Val Glu Ala Glu 

95 100 105 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac 360 
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Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr 

110 115 120 

acg tec gga ggg ggg acc aag ctg gaa ata aaa c 394 

Thr Ser Gly Gly Gly Thr Lys Leu Glu He Lys 

125 130 



<210> 6 

<211>-4Q9 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1).. . (408) 

<223> pGEM-MlH. l-57;signal peptide, 58-409; mature peptide 
<400> 6 

atg gaa tgg age tgg ata ttt etc ttc etc ctg tea gga act gca 45 
Met Glu Trp Ser Trp He Phe Leu Phe Leu Leu Ser Gly Thr Ala 
5 10 15 

ggt gtc cac tec cag gtc cag ctg cag cag tct gga cct gac ctg 90 
Gly Val His Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Asp Leu 

10 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc gtt aac cat gtt atg cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Val Asn His Val Met His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 
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Gly Gin Gly Leu Glu Trp He Gly 
65 

ggt act aag tac aat gag aag ttc 
Gly Thr Lys Tyr Asn Glu Lys Phe 
80 

tea gag aaa tec tec age gca gee 
Ser Glu Lys Ser Ser Ser Ala Ala 
95 

gee tct gag gac tct gcg gtc tac 
Ala Ser Glu Asp Ser Ala Val Tyr 
110 

tat agt tac gac gac tgg ggc caa 
Tyr Ser Tyr Asp Asp Trp Gly Gin 
125 

tea g 409 
Ser 

<210> 7 
<211> 394 
<212> DNA 
<213> Mus 
<220> 
<221> CDS 
<222> (1)... (393) 
<223> pGEM-M2L. 1-57; signal peptide, 58-394; mature peptide 
<400> 7 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct 45 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp He Pro 



Tyr lie Tyr Pro Tyr Asn Asp 
70 75 
aag ggc aag gee aca ctg act 270 
Lys Gly Lys Ala Thr Leu Thr 
85 .90 
tac atg gag etc age age ctg 315 
Tyr Met Glu Leu Ser Ser Leu 
100 105 
tac tgt gca aga ggg ggt tac 360 
Tyr Cys Ala Arg Gly Gly Tyr 
115 120 
ggc acc act etc aca gtc tec 405 
Gly Thr Thr Leu Thr Val Ser 
130 135 
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5 10 15 

ggt tec age agt gat gtt gtg atg ace caa agt cca etc tec ctg 90 
Gly Ser Ser Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu 

20 25 30 

cct gtc agt ctt gga gat caa gee tec ate tct tgc aga tea agt 135 
Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser 

35 40 45 

cag age ctt gtg cac agt aat gga aag ace tat tta cat tgg tac 180 
Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr 

50 55 60 

ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac aaa gtt 225 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val 

65 70 75 

tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga 270 
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly 

80 85 90 

tea gtg aca gat ttc aca etc atg ate age aga gtg gag get gag 315 
Ser Val Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu 

95 100 105 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac 360 
Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr 
110 115 120 

acg ttc gga ggg ggg ace aag ctg gaa ata aaa c 394 
Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 
125 130 



<210> 8 
<211> 409 
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<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1) . . . (408) 

<223> pGEM-M2H. 1-57; signal peptide, 58-409 ; mature peptide 
<400> 8 

atg gaa tgg age tgg ata ttt etc ttc etc ctg tea gga act gca 45 

Met Glu Trp Ser Trp He Phe Leu Phe Leu Leu Ser Gly Thr Ala 
5 10 15 

ggt gtc cac tec cag gtc cag ctg cag cag tct gga cct gaa ctg 90 
Gly Val His Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu 

20 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 

Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc get aac cat gtt att cac tgg gtg aag cag aag cca 180 

Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 

Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

65 70 75 

ggt act aag tat aat gag aag ttc aag gac aag gee act ctg act 270 

Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

80 85 90 

tea gac aaa tec tec acc aca gee tac atg gac etc age age ctg 315 

Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu 

95 100 105 
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gcc tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt tac 360 

Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 

110 115 120 

tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 

Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 

125 130 135 

tea g 409 

Ser -' 

<210> 9 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 9 

cccaagcttc caccatgaag ttgcctgtta gg ■ 32 

<210> 10 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 10 

cccaagcttc caccatggaa tggagctgga ta 32 



<210> 11 
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<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 11 

cgcggatcca ctcacgtttt atttccagct tggt 34 

<210> 12 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 12 

cgcggatcca ctcacctgag gagactgtga gagt 34 

<210> 13 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 13 

catgccatgg cgcaggtcca gctgcagcag 30 



<210> 14 
<211> 27 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 14 

accaccacct gaggagactg tgagagt 27 

<210> 15 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 15 

gtctcctcag gtggtggtgg ttcgggt 27 

<210> 16 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 16 

cacaacatcc gatccgccac cacccga 27 

<210> 17 
<211> 27 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 17 

ggcggatcgg atgttgtgat gacccaa 27 

<210> 18 
<211> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 18 

ccggaattct cattatttat cgtcatcgtc tttgtagtct tttatttcca gcttggt 57 

<210> 19 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Linker amino acid sequence and nucleotide sequence 
<400> 19 

ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg 45 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 
5 10 15 

<210> 20 
<211> 828 
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<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1) . . . (826) 

<223> pscMl. MABLl-scFv 

<400> 20 

atg aaa tac eta ttg cct acg gca gec get gga ttg tta tta' etc 45 
Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu 
5 10 15 

get gec caa cca gee atg gcg cag gtc cag ctg cag cag tct gga 90 
Ala Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly 

20 25 30 

cct gac ctg gta aag cct ggg get tea gtg aag atg tec tgc aag 135 
Pro Asp Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys 

35 40 45 

get tct gga tac ace ttc gtt aac cat gtt atg cac tgg gtg aag 180 
Ala Ser Gly Tyr Thr Phe Val Asn His Val Met His Trp Val Lys 

50 55 60 

cag aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct 225 
Gin Lys Pro Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro 

65 70 75 

tac aat gat ggt act aag tac aat gag aag ttc aag ggc aag gec 270 
Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala 

80 85 90 

aca ctg act tea gag aaa tec tec age gca gee tac atg gag etc 315 
Thr Leu Thr Ser Glu Lys Ser Ser Ser Ala Ala Tyr Met Glu Leu 

95 100 105 
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age age ctg gee tct gag gac tct gcg gtc tac tac tgt gca aga 360 
Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg 

110 115 120 

ggg ggt tac tat agt tac gac gac tgg ggc caa ggc acc act etc 405 
Gly Gly Tyr Tyr Ser Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu 

125 130 135 

aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt 450 
Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly 

140 145 150 

ggt ggc gga teg gat gtt gtg atg acc caa act cca etc tec ctg 495 
Gly Gly Gly Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu 

155 160 165 

cct gtc agt ctt gga gat caa gee tec ate tct tgc aga tct agt 540 
Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser 

170 175 180 

cag age ctt eta cac agt aaa gga aac acc tat tta caa tgg tac 585 
Gin Ser Leu Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr 

185 190 195 

eta cag aag cca ggc cag tct cca aag etc ctg ate tac aaa gtt 630 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val 

200 205 210 

tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga 675 
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly 

215 220 225 

tea ggg aca gat ttc aca etc aag ate age aga gtg gag get gag 720 
Ser Gly Thr Asp Phe Thr Leu Lys He Ser Arg Val Glu Ala Glu 

230 235 240 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac 765 
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Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr 

245 250 255 

acg tec gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac 810 

Thr Ser Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp 

260 265 270 

gat gac gat aaa taa tga 828 

Asp Asp Asp Lys 

<210> 21 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 21 

acgcgtcgac tcccaggtcc agetgeagea g 31 

<210> 22 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 22 

gaaggtgtat ccagaagc 18 

<210> 23 
<211> 819 



WO 01/79494 



15/51 



PCT/JP01/03288 



<212> DNA . 

<213> Mus 

<220> 

<221> CDS 

<222> (1) . . . (813) 

<223> pCHOMl. MABLl-scFv 

<400> 23 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca 45 
Met Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr 
5 10 15 

ggt gtc gac tec cag gtc cag ctg cag cag tct gga cct gac ctg 90 
Gly Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Asp Leu 

20 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac ace ttc gtt aac cat gtt atg cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Val Asn His Val Met His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 
Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

65 70 75 

ggt act aag tac aat gag aag ttc aag ggc aag gee aca ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr 

80 85 90 

tea gag aaa tec tec age gca gee tac atg gag etc age age ctg 315 
Ser Glu Lys Ser Ser Ser Ala Ala Tyr Met Glu Leu Ser Ser Leu 

95 100 105 
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gcc tct gag gac tct gcg gtc tac tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 

110 115 120 

tat agt tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 
Tyr Ser Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 

125 130 135 

tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga 450 
Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly 

140 145 150 

teg gat gtt gtg atg acc caa act cca etc tec ctg cct gtc agt 495 
Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu Pro Val Ser 

155 160 165 

ctt gga gat caa gcc tec ate tct tgc aga tct agt cag age ctt 540 
Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu 

170 175 180 

eta cac agt aaa gga aac acc tat tta caa tgg tac eta eag aag 585 
Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr Leu Gin Lys 

185 190 195 

cca ggc cag tct cca aag etc ctg ate tac aaa gtt tec aac cga 630 
Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg 

200 205 210 

TTT TCT GGG GTC CCA GAC AGG TTC AGT GGC AGT GGA TCA GGG ACA 675 
Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr 

215 220 225 

gat ttc aca etc aag ate age aga gtg gag get gag gat ctg gga 720 
Asp Phe Thr Leu Lys He Ser Arg Val Glu Ala Glu Asp Leu Gly 

230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg tec gga 765 
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Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Ser Gly 
245 250 255 

ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat 810 
Gly Gly Thr Lys Leu Glu lie Lys Asp Tyr Lys Asp Asp Asp Asp 
260 265 270 

aaa taa tga 819 
Lys 

<210> 24 

<211> 828 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1) . . . (822) 

<223> pscM2. MABL2-scFv 

<400> 24 

atg aaa tac eta ttg cct acg gca gec get gga ttg tta tta etc 45 
Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu 
5 10 15 

get gee caa cca gee atg gcg cag gtc cag ctg cag cag tct gga 90 
Ala Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly 

20 25 30 

cct gaa ctg gta aag cct ggg get tea gtg aag atg tec tgc aag 135 
Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys 

35 40 45 

get tct gga tac ace ttc get aac cat gtt att cac tgg gtg aag 180 
Ala Ser Gly Tyr Thr Phe Ala Asn His Val He His Trp Val Lys 
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50 55 60 

cag aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct 225 
Gin Lys Pro Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro 
65 70 75 

tac aat gat ggt act aag tat aat gag aag ttc aag gac aag gcc 270 
Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala 
80 85 90 

act ctg act tea gac aaa tec tec acc aca gcc tac atg gac etc 315 
Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu 
95 100 105 

age age ctg gcc tct gag gac tct gcg gtc tat tac tgt gca aga 360 
Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg 

110 115 120 

ggg ggt tac tat act tac gac gac tgg ggc caa ggc acc act etc 405 
Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu 

125 130 135 

aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt 450 
Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly 

140 145 150 

ggt ggc gga teg gat gtt gtg atg acc caa agt cca etc tec ctg 495 
Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu 

155 160 165 

cct gtc agt ctt gga gat caa gcc tec ate tct tgc aga tea agt 540 
Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser 

170 175 180 

cag age ctt gtg cac agt aat gga aag acc tat tta cat tgg tac 585 
Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr 

185 190 195 



WO 01/79494 



19/51 



PCT/JP01/03288 



ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac aaa gtt 630 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val 

200 205 210 

tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga 675 
Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly 

215 220 225 

tea gtg aca gat ttc aca etc atg ate age aga gtg gag get gag 720 
Ser Val Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu 

230 235 240 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac 765 
Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr 

245 250 255 

acg ttc gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac 810 
Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp 

260 265 270 

gat gac gat aaa taa tga 828 
Asp Asp Asp Lys 



<210> 25 

<211> 819 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (813) 

<223> pCH0M2. MABL2-scFv 

<400> 25 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca 45 
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Met Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr 
5 10 15 

ggt gtc gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg 90 
Gly Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu 

20 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc get aac cat gtt att cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 
Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

65 70 75 

ggt act aag tat aat gag aag ttc aag gac aag gec act ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

80 85 90 

tea gac aaa tec tec acc aca gec tac atg gac etc age age ctg 315 
Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu 

95 100 105 

gec tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt tac 360 
Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 
110 115 120 

tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 
Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 
125 130 135 

tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga 450 
Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly 
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140 145 150 

teg gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc agt 495 
Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser 

155 160 165 

ctt gga gat caa gec tec ate tct tgc aga tea agt cag age ctt. 540 
Leu Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu 

170 175 180 

gtg cac agt aat gga aag ace tat tta cat tgg tac ctg cag aag 585 
Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys 

185 190 195 

cca ggc cag tct cca aaa etc ctg ate tac aaa gtt tec aac cga 630 
Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg 

200 205 210 

ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea gtg aca 675 
Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr 

215 220 225 

gat ttc aca etc atg ate age aga gtg gag get gag gat ctg gga 720 
Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly 

230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga 765 
Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly 

245 250 255 

ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat 810 
Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp 

260 265 270 

aaa taa tga 819 
Lys 
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<210> 26 

<211> 456 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (450) 

<223> pCHO-shIAP. Soluble human IAP 
<400> 26 

atg tgg ccc ctg gta gcg gcg ctg ttg ctg ggc teg gcg tgc tgc 45 
Met Trp Pro Leu Val Ala Ala Leu Leu Leu Gly Ser Ala Cys Cys 
5 10 15 

gga tea get cag eta eta ttt aat aaa aca aaa tct gta gaa ttc 90 
Gly Ser Ala Gin Leu Leu Phe Asn Lys Thr Lys Ser Val Glu Phe 

20 25 30 

acg ttt tgt aat gac act gtc gtc att cca tgc ttt gtt act aat 135 
Thr Phe Cys Asn Asp Thr Val Val He Pro Cys Phe Val Thr Asn 

35 40 45 

atg gag gca caa aac act act gaa gta tac gta aag tgg aaa ttt 180 
Met Glu Ala Gin Asn Thr Thr Glu Val Tyr Val Lys Trp Lys Phe 

50 55 60 

aaa gga aga gat att tac ace ttt gat gga get eta aac aag tec 225 
Lys Gly Arg Asp He Tyr Thr Phe Asp Gly Ala Leu Asn Lys Ser 

65 70 75 

act gtc ccc act gac ttt agt agt gca aaa att gaa gtc tea caa 270. 
Thr Val Pro Thr Asp Phe Ser Ser Ala Lys He Glu Val Ser Gin 

80 85 90 

tta eta aaa gga gat gee tct ttg aag atg gat aag agt gat get 315 
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Leu Leu Lys Gly Asp Ala Ser Leu Lys Met Asp Lys Ser Asp Ala 
95 100 105 

gtc tea cac aca gga aac tac act tgt gaa gta aca gaa tta acc 360 

Val Ser His Thr Gly Asn Tyr Thr Cys Glu Val Thr Glu Leu Thr 

110 115 120 

aga gaa ggt gaa acg ate ate gag eta aaa tat cgt gtt gtt tea 405 

Arg Glu Gly Glu Thr He He Glu Leu Lys Tyr Arg Val Val Ser 

125 130 135 

tgg ttt tct cca aat gaa aat gac tac aag gac gac gat gac aag 450 

Trp Phe Ser Pro Asn Glu Asn Asp Tyr Lys Asp Asp Asp Asp Lys 

140 145 150 

tga tag 456 

<210> 27 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 27 

ggaattccat atgcaagtgc aacttcaaca gtctggacct gaactg 46 

<210> 28 

<211> 31 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 



WO 01/79494 



PCT/JP01/03288 



24/51 



<400> 28 

ggaattctca ttattttatt tccagcttgg t 31 



<210> 29 

<211> 741 

<212> DNA 

<213> Mus 

<220>- 

<221> CDS 

<222> (1) . . . (735) 

<223> pscM2DEm02. MABL2~scFv 

<400> 29 

atg caa gtg caa ctt caa cag tct gga cct gaa ctg gta aag cct 45 
Met Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro 
5 10 15 

ggg get tea gtg aag atg tec tgc aag get tct gga tac acc ttc 90 
Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

20 • 25 30 

get aac cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc 135 
Ala Asn His Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly 

35 40 45 

ctt gag tgg att gga tat att tat cct tac aat gat ggt act aag 180 
Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys 

50 55 60 

tat aat gag aag ttc aag gac aag gec act ctg act tea gac aaa 225 
Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys 

65 70 75 

tec tec acc aca gee tac atg gac etc age age ctg gec tct gag 270 
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Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu 
80 85 90 

gac tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac 315 
Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr 
95 100 105 

gac gac tgg ggc caa ggc acc act etc aca gtc tec tea ggt ggt 360 
Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Gly Gly 

110 115 120 

ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg gat gtt 405 
Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp Val 

125 130 135 

gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt gga gat 450 
Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp 

140 , 145 150 

caa gec tec ate tct tgc aga tea agt cag age ctt gtg cac agt 495 
Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 

155 160 165 

aat gga aag acc tat tta cat tgg tac ctg cag aag cca ggc cag 540 
Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin 

170 175 180 

tct cca aaa etc ctg ate tac aaa gtt tec aac cga ttt tct ggg 585 
Ser Pro Lys Leu Leu lie Tyr Lys Val Ser Asn Arg Phe Ser Gly 

185 190 195 

gtc cca gac agg ttc agt ggc agt gga tea gtg aca gat ttc aca 630 
Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr 

200 205 210 

etc atg ate age aga gtg gag get gag gat ctg gga gtt tat ttc 675 
Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Phe 
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215 220 225 

tgc tct caa agt aca cat gtt ccg tac acg ttc gga ggg ggg acc 720 
Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly Gly Thr 

230 235 240 

aag ctg gaa ata aaa taa tga 741 
Lys Leu Glu lie Lys 



<210>-30 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 30 

cagacagtgg ttcaaagt 18 



<210> 31 
<211> 72 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 31 

cgcgtcgacc gatccgccac cacccgaacc accaccaccc gaaccaccac caccttttat 60 
ttccagcttg gt 72 



<210> 32 
<211> 1605 
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<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1) . . . (1599) 

<223> pCH0M2 (Fv) 2. MABL2-sc (Fv) 2 

<400> 32 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca 45 
Met Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr 
5 10 15 

ggt gtc gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg 90 
Gly Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu 

20 25 30 

gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 135 
Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac ace ttc get aac cat gtt att cac tgg gtg aag cag aag cca 180 
Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin Lys Pro 

50 55 60 

ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 225 
Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

65 70 • 75 

ggt act aag tat aat gag aag ttc aag gac aag gec act ctg act 270 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

80 85 90 

tea gac aaa tec tec ace aca gee tac atg gac etc age age ctg 315 
Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu 

95 100 105 
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gcc tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt tac 360 

Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr 

110 115 120 

tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc tec 405 

Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser 

125 130 135 

tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga 450 

Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly 

140 145 150 

teg gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc agt 495 

Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val Ser 

155 160 165 

ctt gga gat caa gcc tec ate tct tgc aga tea agt cag age ctt 540 

Leu Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu 
- 170 175 180 

gtg cac agt aat gga aag acc tat tta cat tgg tac ctg cag aag 585 

Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys 

185 190 195 

cca ggc cag tct cca aaa etc ctg ate tac aaa gtt tec aac cga 630 

Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg 

200 205 210 

ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea gtg aca 675 

Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr 

215 220 225 

gat ttc aca etc atg ate age aga gtg gag get gag gat ctg gga 720 

Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly 

230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga 765 
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Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly 

245 250 255 

ggg ggg acc aa g °tg gaa ata aaa ggt ggt ggt ggt teg ggt ggt 810 

Gly Gly Thr Lys Leu Glu He Lys Gly Gly Gly Gly Ser Gly Gly 

260 265 270 

ggt ggt teg ggt ggt ggc gga teg gtc gac tec cag gtc cag ctg 855 

Gly Gly Ser Gly Gly Gly Gly Ser Val Asp Ser Gin Val Gin Leu 

275 280 285 

cag cag tct gga cct gaa ctg gta aag cct ggg get tea gtg aag 900 

Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys 

290 295 300 

atg tec tgc aag get tet gga tac ace ttc get aac cat gtt att 945 

Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn His Val He 

305 310 315 

cac tgg gtg aag cag aag cca ggg cag ggc ctt gag tgg att gga 990 

His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu Trp He Gly 

320 325 330 

tat att tat cct tac aat gat ggt act aag tat aat gag aag ttc 1035 

Tyr lie Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe 

335 340 345 

aag gac aag gee act ctg act tea gac aaa tec tec acc aca gee 1080 

Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala 

350 355 360 

tac atg gac etc age age ctg gee tct gag gac tct gcg gtc tat 1125 

Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr 

365 370 375 

tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 1170 

Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin 
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380 385 390 

ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt 1215 
Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly 

395 400 405 

ggt ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa agt 1260 
Gly Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser 

410 415 420 

cca etc tec ctg cct gtc agt ctt gga gat caa gee tec ate tct 1305 
Pro Leu Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser lie Ser 

425 430 435 

tgc aga tea agt cag age ctt gtg cac agt aat gga aag acc tat 1350 
Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr 

440 445 450 

tta cat tgg tac ctg cag aag cca ggc cag tct cca aaa etc ctg 1395 
Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu 

455 460 465 

ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg ttc 1440 
He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe 

470 475 480 

agt ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga 1485 
Ser Gly Ser Gly Ser Val Thr Asp Phe Thr Leu Met He Ser Arg 

485 490 495 

gtg gag get gag gat ctg gga gtt tat ttc tgc tct caa agt aca 1530 
Val Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr 

500 505 510 

cat gtt ccg tac acg ttc gga ggg ggg acc aag ctg gaa ata aaa 1575 
His Val Pro Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 

515 520 525 
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gac tac aaa gac gat gac gat aaa taa tga 1605 
Asp Tyr Lys Asp Asp Asp Asp Lys 
530 

<210> 33 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PGR primer 
<400> 33 

tgaggaattc ccaccatggg atg 23 

<210> 34 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 34 

cacgacgtca ctcgagactg tgagagtggt gccttggccc 40 

<210> 35 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
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<400> 35 

agtctcgagt gacgtcgtga tgacccaaag tccactctcc 40 

<210> 36 

<211> 31 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 36 

gactggatcc tcattattta tcgtcatcgt c 31 

<210> 37 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 37 

cgcgtaatac gactcactat ag 22 

<210> 38 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 38 
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gcaattggac ctgttttatc tcgagcttgg tcccccctcc gaacgt 46 

<210> 39 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 39 

gctcgagata aaacaggtcc aattgcagca gtctggacct gaact 45 

<210> 40 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 40 

gactggatcc tcattattta tcgtcatcgt ctttgtagtc tgaggagact gtgagagtgg 60 

<210> 41 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 41 

gactgaattc ccaccatgaa gttgcctgtt ag 32 
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<210> 42 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400>-42 

cagtctcgag tggtggttcc gacgtcgtga tgacccaaag 40 

<210> 43 
<211> 43 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 43 

cagtctcgag tggtggtggt tccgacgtcg tgatgaccca aag 43 

<210> 44 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 44 

cagtctcgag tggtggtggt ggttccgacg tcgtgatgac ccaaag 46 
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<210> 45 
<211> 49 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 45 

cagtctcgag tggtggtggt ggtggttccg acgtcgtgat gacccaaag 49 

<210> 46 
<211> 52 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 46 

cagtctcgag tggtggtggt ggtggtggtt ccgacgtcgt gatgacccaa ag 52 

<210> 47 
<211> 20 
<212> DNA 

<213>. Artificial Sequence 
<220> 

<223> PCR primer 
<400> 47 

ggccgcatgt tgtcacgaat 20 



<210> 48 
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<211> 780 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (768) 

<223> CF2HL-0/pC0Sl. MABL2~scFv<HL-0> 
<400>-48 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt gtc 51 
MET Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr Gly Val 

5 10 15 

gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag cct ggg 102 
Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly 

20 25 30 

get tea gtg aag atg tec tgc aag get tct gga tac acc ttc get aac cat 153 
Ala Ser Val Lys MET Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn His 

35 40 45 50 

gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt gag tgg att gga 204 
Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu Trp He Gly 

55 60 65 

tat att tat cct tac aat gat ggt act aag tat aat gag aag ttc aag gac 255 
Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp 
70 75 80 85 

aag gee act ctg act tea gac aaa tec tec acc aca gee tac atg gac etc 306 
Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala Tyr MET Asp Leu 

90 95 100 

age age ctg gee tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt 357 
Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly 
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105 110 115 

tac tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc teg agt 408 
Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser 
120 125 130 135 

gac gtc gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt gga gat 459 
Asp Val Val MET Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp 

140 145 150 

caa gee tec ate tct tgc aga tea agt cag age ctt gtg cac agt aat gga 510 
Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly 
155 160 165 170 

aag acc tat tta cat tgg tac ctg cag aag cca ggc cag tct cca aaa etc 561 
Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu 

175 180 185 

ctg ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg ttc agt 612 
Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser 

190 195 200 

ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga gtg gag get 663 
Gly Ser Gly Ser Val Thr Asp Phe Thr Leu MET He Ser Arg Val Glu Ala 
205 210 215 220 

gag gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg 714 
Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr 

225 230 235 

ttc gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat 765 
Phe Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp 
240 245 250 255 

aaa taa tga gga tec 780 
Lys 
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<210> 49 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 49 

caagctcgag ataaaatccg gaggccaggt ccaattgcag cagtc 45 

<210> 50 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 50 

caagctcgag ataaaatccg gaggtggcca ggtccaattg cagcagtc 48 

<210> 51. 
<211> 51 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 51 

caagctcgag ataaaatccg gaggtggtgg ccaggtccaa ttgcagcagt c 51 



<210> 52 
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<211> 54 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 52 

caagctcgag ataaaatccg gaggtggtgg tggccaggtc caattgcagc agtc 54 

<210> 53 
<211> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 53 

caagctcgag ataaaatccg gaggtggtgg tggtggccag gtccaattgc agcagtc 57 . 

<210> 54 

<211> 780 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (768) 

<223> CF2LH-0/pC0Sl. MABL2-scFv<LH-0> 
<400> 54 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct ggt tec 51 
MET Lys Leu Pro Val Arg Leu Leu Val Leu MET Phe Trp He Pro Gly Ser 
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5 10 15 

age agt gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt 102 
Ser Ser Asp Val Val MET Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu 

20 25 30 

gga gat caa gec tec ate tct tgc aga tea agt cag age ctt gtg cac agt 153 
Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 

35 40 45 50 

aat gga aag acc tat tta cat tgg tac ctg cag aag cca ggc cag tct cca 204 
Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro 

55 60 65 

aaa etc ctg ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg 255 
Lys Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg 
70 75 80 85 

ttc agt ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga gtg 306 
Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr Leu MET He Ser Arg Val 

90 95 100 

gag get gag gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg 357 
Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro 

105 HO 115 

tac acg ttc gga ggg ggg acc aag etc gag ata aaa cag gtc caa ttg cag 408 
Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys Gin Val Gin Leu Gin 
120 125 130 135 

cag tct gga cct gaa ctg gta aag cct ggg get tea gtg aag atg tec tgc 459 
Gin Ser Gly Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys MET Ser Cys 

140 145 150 

aag get tct gga tac acc ttc get aac cat gtt att cac tgg gtg aag cag 510 
Lys Ala Ser Gly Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin 
155 160 165 170 
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aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat gat 561 
Lys Pro Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp 

175 180 185 

ggt act aag tat aat gag aag ttc aag gac aag gcc act ctg act tea gac 612 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp 

190 195 200 

aaa tec tec acc aca gcc tac atg gac etc age age ctg gcc tct gag gac 663 
Lys Ser Ser Thr Thr Ala Tyr MET Asp' Leu Ser Ser Leu Ala Ser Glu Asp 
205 210 215 220 

tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg 714 
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp 

225 230 235 

ggc caa ggc acc act etc aca gtc tec tea gac tac aaa gac gat gac gat 765 
Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Asp Tyr Lys Asp Asp Asp Asp 
240 245 250 255 

aaa taa tga gga tec 780 
Lys 

<210> 55 

<211> 351 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1)... (351) 

<223> 12B5HV. 1-351 peptide 

<400> 55 

cag gtg cag ctg gtg cag tct ggg gga ggc ttg gtc egg ccc ggg ggg tec ctg agt etc 60 
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Gin Val Gin Leu Val Gin Ser Gly Gly Gly Leu Val Arg Pro Gly Gly Ser Leu Ser Leu 
5 10 15 20 

tec tgt gca gtc tct gga ate ace etc agg ace tac ggc atg cac tgg gtc cgc cag get 120 
Ser Cys Ala Val Ser Gly He Thr Leu Arg Thr Tyr Gly MET His Trp Val Arg Gin Ala 

25 30 35 40 

cca ggc aag ggg ctg gag tgg gtg gca ggt ata tec ttt gac gga aga agt gaa tac tat 180 
Pro Gly Lys Gly Leu Glu Trp Val Ala Gly He Ser Phe Asp Gly Arg Ser Glu Tyr Tyr 

45 50 55 60 

gca gac tec gtg cag ggc cga ttc acc ate tec aga gac agt tec aag aac ace ctg tat. 240 
Ala Asp Ser Val Gin Gly Arg Phe Thr lie Ser Arg Asp Ser Ser Lys Asn Thr Leu Tyr 

65 70 75 80 

ctg caa atg aac age ctg aga gee gag gac acg get gtg tat tac tgt gcg aga gga gca 300 
Leu Gin MET Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys Ala Arg Gly Ala 

85 90 95 100 

cat tat ggt ttc gat ate tgg ggc caa ggg aca atg gtc acc gtc teg agt 351 
His Tyr Gly Phe Asp He Trp Gly Gin Gly Thr MET Val Thr Val Ser Ser 
105 110 115 



<210> 56 

<211> 57 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1). . . (57) 

<223> reader sequence 

<400> 56 

atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt tta aga ggt gtc cag tgt 57 
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MET Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu Leu Arg Gly Val Gin Cys 
5 10 15 

<210> 57 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-1 
<400> 57 

atggagtttg ggctgagctg ggttttcctc gttgctcttt taagaggtgt ccagtgtcag 60 
gtgcagctgg tgcagtctgg gggaggcttg gtccggcccg gggggtccct gagtc 115 

<210> 58 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-2 
<400> 58 

aaggatatac ctgccaccca ctccagcccc ttgcctggag cctggcggac ccagtgcatg 60 
ccgtaggtcc tgagggtgat tccagagact gcacaggaga gactcaggga ccccc 115 

<210> 59 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> 12B5VH-3 
<400> 59 

ggcaggtata tcctttgacg gaagaagtga atactatgca gactccgtgc agggccgatt 60 
caccatctcc agagacagtt ccaagaacac cctgtatctg caaatgaaca gcctg 115 

<210> 60 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-4 
<400> 60 

actcgagacg gtgaccattg tcccttggcc ccagatatcg aaaccataat gtgctcctct 60 
cgcacagtaa tacacagccg tgtcctcggc tctcaggctg ttcatttg 108 

<210> 61 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-S, PCR primer 
<400> 61 

ttcaagcttc caccatggag tttgggctga gc 32 

<210> 62 
<211> 34 
<212> DNA 

<213> Artificial Sequence 



WO 01/79494 



45/51 



PCT/JP01/03288 



<220> 

<223> 12B5VH-A, PCR primer 
<400> 62 

ttgggatcca ctcaccactc gagacggtga ccat 34 

<210> 63 

<211> 433 

<212>-DNA 

<213> Human 

<220> 

<221> CDS 

<222> (12).. . (419) 

<223> HEF-12B5H-g gamma. 12-419 peptide 
<400> 63 

aagcttccac c atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt tta aga 56 
MET Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu Leu Arg 
15 10 15 

ggt gtc cag tgt cag gtg cag ctg gtg cag tct ggg gga ggc ttg gtc egg ccc ggg ggg 116 
Gly Val Gin Cys Gin Val Gin Leu Val Gin Ser Gly Gly Gly Leu Val Arg Pro Gly Gly 

20 25 30 35 

tec ctg agt etc tec tgt gca gtc tct gga ate acc etc agg ace tac ggc atg cac tgg 176 
Ser Leu Ser Leu Ser Cys Ala Val Ser Gly lie Thr Leu Arg Thr Tyr Gly MET His Trp 

40 45 50 55 

gtc cgc cag get cca ggc aag ggg ctg gag tgg gtg gca ggt ata tec ttt gac gga aga 236 
Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val Ala Gly He Ser Phe Asp Gly Arg 

60 65 70 75 

agt gaa tac tat gca gac tec gtg cag ggc cga ttc acc ate tec aga gac agt tec aag 296 
Ser Glu Tyr Tyr Ala Asp Ser Val Gin Gly Arg Phe Thr He Ser Arg Asp Ser Ser Lys 
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80 85 90 95 

aac acc ctg tat ctg caa atg aac age ctg aga gec gag gac acg get gtg tat tac tgt 356 
Asm Thr Leu Tyr Leu Gin MET Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 

100 105 110 115 

gcg aga gga gca cat tat ggt ttc gat ate tgg ggc caa ggg aca atg gtc acc gtc teg 416 
Ala Arg Gly Ala His Tyr Gly Phe Asp He Trp Gly Gin Gly Thr MET Val Thr Val Ser 

120 125 130 135 

agt ggtgagtgga tec 433 
Ser 

<210> 64 

<211> 323 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1). . . (323) 

<223> 12B5LV. 1-323 peptide 

<400> 64 

gac ate cag atg acc cag tct cct tec acc ctg tct gca tct att gga gac aga gtc acc 60 
Asp He Gin MET Thr Gin Ser Pro Ser Thr Leu Ser Ala Ser He Gly Asp Arg Val Thr 
5 10 15 20 

ate acc tgc egg gec age gag ggt att tat cac tgg ttg gec tgg tat cag cag aag cca 120 
He Thr Cys Arg Ala Ser Glu Gly He Tyr His Trp Leu Ala Trp Tyr Gin Gin Lys Pro 

25 30 35 40 

ggg aaa gec cct aaa etc ctg ate tat aag gec tct agt tta gec agt ggg gec cca tea 180 
Gly Lys Ala Pro Lys Leu Leu He Tyr Lys Ala Ser Ser Leu Ala Ser Gly Ala Pro Ser 

45 50 55 60 
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agg ttc age ggc agt gga tct ggg aca gat ttc act etc acc ate age age ctg cag cct 240 
Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr He Ser Ser Leu Gin Pro 

65 70 75 80 

gat gat ttt gca act tat tac tgc caa caa tat agt aat tat ccg etc act ttc ggc gga 300 
Asp Asp Phe Ala Thr Tyr Tyr Cys Gin Gin Tyr Ser Asn Tyr Pro Leu Thr Phe Gly Gly 

85 90 95 100 

ggg acc aag ctg gag ate aaa 323 
Gly Thr Lys Leu Glu He Lys 
105 

<210> 65 

<211> 66 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1). . . (57) 

<223> reader sequence 

<400> 65 

atg gac atg agg gtc ccc get cag etc ctg ggg etc ctg ctg etc tgg etc cca ggt gee 60 
MET Asp MET Arg Val Pro Ala Gin Leu Leu Gly Leu Leu Leu Leu Trp Leu Pro Gly Ala 
5 10 15 20 

Aaa tgt 66 
Lys Cys 

<210> 66 
<211> 110 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> 12B5VL-1 
<400> 66 

atggacatga gggtccccgc tcagctcctg gggctcctgc tgctctggct cccaggtgcc 60 
aaatgtgaca tccagatgac ccagtctcct tccaccctgt ctgcatctat 110 

<210> 67 
<211> 110 
<212> DNA 

<213> Artificial Sequence 

<220> 

<223> 12B5VL-2 
<400> 67 

ggagtttagg ggctttccct ggcttctgct gataccaggc caaccagtga taaataccct 60 
cgctggcccg gcaggtgatg gtgactctgt ctccaataga tgcagacagg 110 

<210> 68 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-3 
<400> 68 

aagcccctaa actcctgatc tataaggcct ctagtttagc cagtggggcc ccatcaaggt 60 
tcagcggcag tggatctggg acagatttca ctctcaccat cagcagcctg 110 



<210> 69 
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<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-4 
<400> 69 

accatcagca gcctgcagcc tgatgatttt gcaacttatt actgccaaca atatagtaat 60 
tatccgctca ctttcggcgg agggaccaag ctggagatca aa 102 

<210> 70 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-S, PGR primer 
<400> 70 

ttcaagcttc caccatggac atgagggtcc cc 32 

<210> 71 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-A, PCR primer 
<400> 71 

tctaggatcc actcacgttt gatctccagc ttggt 35 



<210> 72 
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<211> 415 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (12)... (398) 

<223> HEF-12B5H-g kappa. 12-398 peptide 
<400> 72 

aagcttccac c atg gac atg agg gtc ccc get cag etc ctg ggg etc ctg ctg etc 56 
MET Asp MET Arg Val Pro Ala Gin Leu Leu Gly Leu Leu Leu Leu 
15 10 15 

tgg etc cca ggt gee aaa tgt gac ate cag atg ace cag tct cct tec ace ctg tct gca 116 
Trp Leu Pro Gly Ala Lys Cys Asp He Gin MET Thr Gin Ser Pro Ser Thr Leu Ser Ala 

20 25 30 35 

tct att gga gac aga gtc acc ate ace tgc egg gee age gag ggt att tat cac tgg ttg 176 
Ser He Gly Asp Arg Val Thr He Thr Cys Arg Ala Ser Glu Gly He Tyr His Trp Leu 

40 45 50 55 

gec tgg tat cag cag aag cca ggg aaa gec cct aaa etc ctg ate tat aag gec tct agt 236 
Ala Trp Tyr Gin Gin Lys Pro Gly Lys Ala Pro Lys Leu Leu He Tyr Lys Ala Ser Ser 

60 65 70 75 

tta gec agt ggg gec cca tea agg ttc age ggc agt gga tct ggg aca gat ttc act etc 296 
Leu Ala Ser Gly Ala Pro Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu 

80 85 90 95 

acc ate age age ctg cag cct gat gat ttt gca act tat tac tgc eaa caa tat agt aat 356 
Thr He Ser Ser Leu Gin Pro Asp Asp Phe Ala Thr Tyr Tyr Cys Gin Gin Tyr Ser Asn 
100 105 110 115 

tat ccg etc act ttc ggc gga ggg acc aag ctg gag ate aaa cgtgagtgga tcctaga 415 
Tyr Pro Leu Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 
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Fv and a process for producing the same fail to satisfy the requirements to 
such an extent as enabling the performance of any meaningful international 
search. Thus no international search report is made under the provisions 
of Article 17(2) (a) (ii) of the PCT. 
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